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mmm 

MM 

•7x.2#— Mti&(DMS&W ! MWi& (antibody-dependent cell-mediated cytotoxicity; J£TK 

adcc M'l* i: atsa-r -5 ) &s§*-r -s o 

*n;#;£:fc^T&s muxmlZ&%W*V*>&Shmm<m(Dffim, Herceptint^-SfL 

<SH?Si!fe (antibody-dependent cell-mediated cytotoxicity ; WTs ADCC *544i:^HBt"£) 
SSt&bfcW^tefck £DiS^$&*fc»**^6;iVC^.5 (Blood, 99, 754, 2002; J. Clin. 
Oncol., 21, 3940, 2003; Clin. Cancer Res., 10, 5650, 2004) o 

<z>tm fc mm{mmm<D t yymmmommM^? ±z *-mm±<D fc ^wo^-m 
x$>% Fc'riiia^b-r. mcm&*7jki- 0 ^t, ^(D^t^^m^mt^m^ 

m.ft=£ (WTs *S£tt3r6Ri;v^) Mi^fiKfi. Jfift^^liMf^ 

^rr«g>;i£#-c-^ ^o s Fcfs^^-r^ adccM'I4^o 0 

^oADCCM'ISfc^T^ltf^ftTV^ [Proc. Natl. Acad. Sci. USA, 90. 7995 (1993 )]„ 
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mmvimm mr. vitmmTz) *^$sm&wfr^x&%~*w&fm (wr. scfv^ 

MhUt^n^tlTV>^TAG-72 (Tumor-Associated Glycoprotein-72) t^ft^v^^^E^^ 
U~i-)l&ifo OiTR ^CTAG-72fci;^iifBt-) bfc scFv t(D Fc KH^GfC (WTs 

scFv-Fc tMVTZ) [J. Immunol. Methods, 261, 199 (2002)] i± TAG-72 l^'M^C^f bT 

^ bT An > $r &fj a £ i: «fc ^ r # 6 tlfe scFv-Fc i± * 9 >> - Vjjffljj&fc:^ j| 
fa&ADCC«£^bfe [Proc. Natl. Acad. Sci. USA, 96, 1627 (1999)]o 
Ifc-£&*5 scFvfci:. — ofctiRg&iJxfcvio scFv-Fc0N3fe^fc&5— o©scFv£^^£-fr 

scfv,-fc h mtn, sc*v<D&%i}i-&%m&(Dnmmz&*), —mmom^m^ 

, Immunol., 37, 1123 (2000)]. ^© ADCCM^«I£tvrVA&^o J£^ s 

' wxb, =m®mw$-ttMi;Xwmmzm£i-?&, —nmmmm>&%\t>nx^% 0 -a 

scFvj^©Ml^l£S6ft£:b-£«. iMh#-f>. ^>tK>. Ttfb— >*M# 

*>^;i/#^\ *m^ n mmm^&%wtwmmmtt¥&%\ioftx^z>o mm&m 

§#II (WT> sTNFRII tmm-rzlh fc hLCDm&m&WX&Z Etanercept[USP5605690]. 
tnJIil^JJ&±K:#8gibTV^ lymphocyte function-associated antigen 3(J£TF. LFA-3 t 
mZlrZ) b ¥c t<DWk-&m&nx&Z> kief acept (USP5914111). Cytotoxic T 
Lymphocyte-associated antigen-4(CTLA-4) bWs&W&WU . Exp. Med. , 181, 1869 (1995)]. 
-T >*-D-f*>-15 iiJj^Fc tom^m&M [J. Immunol., 160, 5742 (1998)] s 7?^ 
^— VII t Fc ilom^mQm. CProc. Natl. Acad. Sci. USA, 98, 12180 (2001)1. — 
V{*> 10 t Fc hCDM&m&W [J. Immunol., 154, 5590 (1995)]. D-f^>2 
i: Fc t(DW&m&m. [J. Immunol.. 146. 915 (1991)]. CD40 t Fc [Surgery. 
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132, 149(2002)] :fcJ;VOX40 £ Fc t.<DM&m&& [J. Leu. Biol., 72, 522 (2002)] ft*? 
ifim? £> *i3 «, £ *i © i^T's Et anercepts Alef acept &-?X fc b X mm £ *IT V ^ „ 

'14hl:b^b'r<g< [Proc. Natl. Acad. Sci. USA, 90. 7995 (1993). J. Pharmacol. Exp. Ther., 

Mi. 4i8 (2002)], ^mm(D£&xmMgh£^xmmx%zM&m&mzmztiT^%o 

ADCCrSttf^ b h IgGl VT'P^Xim-CDFcmWi.t Fcr (WTs FcyR £«itB 

"T3) J:0fflI#ffl!&^UtIi$n5o ftfti: FcyR h(DH£<£rlz#\,\xte, *rC#:©t>:^ 

n»t>*c^©^2#@©h*^-r> (i^Ts cr2 K^-r >i:*fB-r^) fc^bTv^Jis 

i»©M&#^£*vt^£> [Chemical Immunology, 65, 88 (1997)] 0 

JntfMgG#^© Fc^^iSg-^b-CVN^ N-^U 3>> K^^SMSi©^?l7n*^©^7 
^ l— X©ftj&n. *5<fctF5l7C^©N-THr^;V^;Vn'^5.>^07rr— ^©ttinfcgl bTfi 
^'It^fe^^h^^tlT^t) [Biochemistry, 36, 130 (1997)], #fc)|PtiI©?t7G*4i§© 
N-7-k^V^V3^^>A(D7a-X0#i!lDti tK In;*© ADCC < fSTt^ £ £ 

^^tlTlA-S [WO00/61739 s J. Biol. Chem., 278, 3466 (2003)] o 

iiift*<5 cho if ^m^mmt vxmmzn%&, mm^^tzm^m^m^mmm 

09;ifc^ irE^MiiaF^©al,6-7 3^;yh^>X7^^— if (FUT8X GDP-^>y— ^ 
4,6-^b if (GMD)x GDP-4-^ h-6-^^^-D- v>y -^-3,5-^t^^ ^ — tf (Fx) 

©M'lt^ffiT^fefi^t-^il^^ckD. YcmM*1ii'%mfofr?fri?te%Ml&m^X\ m 

mm^^&ixz fc si^fc^t- % n-** u n >> Ym&m&mmmmK$m(D N-r-fe^ 

3 -tf- * > ^ n >bs^ b-c ^ & v >«IM©S!l-^^iiAn £ § c: h ifix § & a h 

^>tlTVN§[W002/31140]o . 
*mW<D @ fcjfck N-^ «; rj $/ F^^S^®t£ Fc mm^ir Z>mk Fc 
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Wd)~ (39) twn 0 

( 2 ) N-^'jn >> m^m^mmm^ mmwrnttmo n-r^^r^y- ^®6fi 

(w73-^ffll^a^bTV^^V^«tMT»^^. (1) immoWt&m &WMVdo 

(3) Jri^Fcfl^t: MrC-^OlgG^^^t^^^ (1) Sfcfci: ( 2 ) .^§B«©Hl^e 

(4) ^Fc^Wt hJrC^©IgGl ^^^T-fe^s (3) ^13«©ffli1^me Jtll/^o 

( 5 ) tfiim&S S »^ fc h *rC#© IgGl * SM^BSf h* * 4 > 2 (CH 2 ) £ 
^tf (4) ^|B«©ffi!^aM«i^o 

(6) m^m.^mmma^ ^vm^^y^mm. m^oig^i^^^mm^nmrnY^^ 

>2 (CH 2 ) ^.t^^fiM^S^h^-f >3 (CH 3 ) *<g$5 (5) K:iB««fflIlli^£KM 

^?>M«n-5Sas^ / j>^< lo^tf (i) ~ (6) o^rnfrimtemmom-etm 

(8) ^#:©^H«>*-#s tni^mMRl^^ (VH) 43 J;V@S|pr^W (VL) £Hrt?tf 

(9) (vh) *?j;?>"Mpr^«4 (vl) ^ts-xv^yrFMiP. -# 
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W8m~z%>*> (8) iz?Bm<DW&m&mim,M'o 

(id mfovm&mmfrifi. =mm<Dmbwm*imm (vh) &&vmm*j$imm (vl) 
d2) w^mm^mm (vh) t^i/nwM (vd ^ts^v^y^^m^. - 
d3) tfrn^m^myciiK -mmm&-*wmfo~e&% (7) ^tB«g©ni^eH«a 

(14) rT^S^* s . pJ^TNF (Tumor necrosis factor) (7) 

(15) ■qHWSHMIW*:^ IB?!J#-^ 64 Tf**& *i3 7^ KffiEl&'&tt (15) £iBaB©Ill 
(1 6) B^SSR**. FERM BP-8499 ££D£^£*l3 (14) Sfett (1 5) K8B«© 
(1 7) Uif>1*Mll#N LFA-3 (leukocyte Function Antigen-3 ) (7) ^13 

. (is) v#>\*m&n&, w&m^M^ffiSn&T'ssWBm&'St: (i 6) tga«© 

(1 9) Ife^aS^s FERN BP-8500 £«fcD£g£ft3 (1 7) iifcfci: (1 8) fclfBii© 

(20) w&9t&ntaattoifi, 2aflttf»* (i) ~ (19) ©v^n^i^ism©^ 

(21) (1) ~ (2 0) ©^rn*l«fc8B«©l»-&S6K*3-K«DNA*^j!!BI 

(2 2) m«^^^^^KGDP-7n-x©^tH#-r^@^ £fcfc* 

N-^Un>> KJfg^^r^||jl7c«©N-T-fe^i/^;i/n-y-^ >© 6ffiC7n^0 Hftjb* 

1) fcffl«©J&JMESl#. . 
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(23) *t;fett# N MMftmz?i'*?-\ ! GS)?-7zi-x<D&mzm j 3--?2>&m, 
awau*^ (22) ^iBfto^ste^o 

(2 4) «Uiart»^^P^KGDP-73— ^©^J58^|8^-r*#3R**x GDP-VW— * 
4,6-5=11 1*9^— if (GMD) *5<fct>*GDP-4-^rb-6-7 ; ^-^r^-D-x'>y— ^-3,5-^^^^—- If 

(Fx) fr&&s3¥fr&»«ft*Bjrc&ax (22) (23) izmmmmmmfaa 

(2 5) GDP-x'Vy-^ 4,6-fth*7^- HTfO (a) ^fe«(b)^?>^«tl-5 DNA 
*»3-Kt-*«eHT?*<5s (2 4) £8att<Dj&K«5&{& 

(a) ibmj## 1 x&znz&m&mfr e. * s dna ; 

(b) 1B^J#-^ 1 T^£ft**gaSBB5!l*».e>fc* DNA £x b U >S^3i> hJQt*ff^W xu ^ 
XU *oGDP-v>y-* F7^- tfrStS^^-r^MaH^n-h'-r^, DNAo 

(2 6) GDP-T > y — ^ 4,6-^fc fc?# N WTO (a)., (b) (c) 3 

mfrbm&nzm&n-e&z, (24) {ziaR<z>^xt^ft#. 
(a) mmm^2^m£ftZ7$smmi}frt>-&z> : m&m ; 

^/*fett#AP^tT,fcT^ymiB^I^^*t)s ^oGDP--7>y— X 4,8-5 s t K^^— HfMtt 

(c) iB^j##2^$ti^T^ smmM£so%)>jjL(Dmm&%m-r%7< smmmfr 
j&»ogdp-vw-;* 4,6-7 ? t 1*7^— vm&%m?zm&mo 

(2 7) GDP-4-5r h-6-7 ; ^^iy-D-x''>y-^-3,5-^bfp<^— if*s N WT© (a) 

(bjfr&aaftaDNAjPn-F-raseH-c&Sx (24) £i3tto7i£jH&&tt. . 

(a) 1E?U« 3 T!^nS«atfB?U*» DNA ; 

(b) SEJWf 3 T?^n^^*lB^J^e>*-5 DNA V U ^ > hfclfefl^W XU ^-f 
-K-T^DNAo 

(2 8) GDP-4-erh-8-7*^^-D-v>y— ^-3,5-a:t:^7— -lf3&*x WT© (a)~ (c) 
fe^S^^atinSSteK^^^x (2 4) £iatt<D7i£K4Eift#. 
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(b) mm^i~c&£n%T^;Mmmz&^Xs i&±<D7$sm&fr£:, mm. mx&& 
w/izrzi±mn$titc7%;mMmipt>t£ Ds fro gdp-4-^ t— 6-^:*^>-D-v>y — * 

(c) ib^ijs-^ 4 -eit£ ti^ r 3. j msm t w%)zLt<D#m&*mT& mmmfr e> * & . 

fro GDP-4-^ h-8-5*^^-D- V > y — *-3 , 7— Bffitt*tt«SaS. 

(22) ^fett (23) temm&Mmmmbo 

(3 0) al,6-7n^H7>7 7x7- tffr\ JWT© (a)Md)*£>&51fcfr£»i*iS 
DNAA»3-K*r*gaKT!»*x (29) K:IBffi(D^mift^. 

(a) ia^iJ.S-^ 5 -e^tl^^aiH^J*^^^ DNA ; 

(b) K£J#^6T5&SftS^IB#Jfre>&*DNA; 

(c) ie?d#-«f 5 xmZtiZiMgmMfrbftZ DNA h U hWt/W/'J *W 
XU fro al,6-73^h7>77x7- g«^*1-S®eM^^-h*-r^>DNA; 

(d) IB^JW 6 T'3t£*l3iM»IE?Ufr DNA b U hfc!fett*C7W !7*D *V 
7CU ipo al,8-7ii->;vh^>^7i7— «ni<4S*r-r*SeH*n— Kf S DNAo 

(3 1) al 1 6-73J';Vh7^7i7-t*^ OTO (a)Mf)*6&*t*fre>»£*i* 
«aR^**s (2 9) fcffi*©^JWE»#. 

(a) BB5U*^7-T5*$ti*^^^iliB5y*e>ft*StaK; 

(b) m&m^z^mznzT^smmmfrbftzm&m. ; 

(c) iB^j#-^7T-^^ti§^^y^iB^ijt*5v> > t:. lJBLhor^yiiAJ^x mm, 

y ? /*fe«#An^tifc7'^y^iB^I>^e»*Ds fro a 1*6-7 3^/1/ h7>77x7- -tffgtt 

(d) IB^JS^8t»^n^T^y^I3^J^^V>Ts lJ2Lt<D7 5.SWt1fi&^ 
V/^fefA^Ja^nfer^ySiB^I^&^Dx fro al,6-7n>>;i/hv>^7^^-Hf?S'l4 

(e ) IB^J#-^ 7 Tf&$ *i* r 5: y ^SE^U t 80%m±©*BPH4<£*-r § r s; ^ ^sa^jfr £ & D s 
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fro al,6-7ni/;vb7>X7x7- t?£H££#?-<55e» ; 

(f ) 8 x°m$ti% tk; mmm t w%&±(Dmm&*m-t a 7%; wsmi* & & \> , 

(3 2) ?f£«fr\ TfBcDiaJ^lhJfr^^^^fr^aifitl^lfflJJST^^ (2 1) ~ (3 

i) (D^-rtifr lmzwzmmmmmfao 

(a) ^-V-r--^\A^^-^Mi^*5l5CH0« ; 

(b) 5s» b ^ocn— ]?«BISt*YB2/3HL.P2.G11.18Ag.20ijBIJIS > 

(c) xD-v«Bi»NS0 W; 

(d) Vi7^ ^ jin-ViiMfc SP2/0-Agl4 « ; 

(e) ^V7>j\&x*-mm%m&%;BwmM ; 

(f ) t h e««^^-v;w^ia ; 

(g) ; 
(h) 

(3 3) 7£SCfcl&ffcfr* FERM BP-8499 -?&3 (2 10 - (3 2) ©V^*l*» l3gteffflR©J& 

(34) ^iffcg|#fr FERM BP-8500 t;* 4 (21) ~ (32) (D^Ttlfr 1 ^Icga*©^ 

(35) (21) ~ (34) CDVN-TtLfr 1 «^fBm©^Kfem#:^igifet^« U 
4HcI&^Sfi»MtJ&£^m«£^ R^Wi^«»*SBtU #*M-r3, (1) - (2 0) 

(3 6) (3 5.) fcfB*©9^#SK<fct>|»£;h,a N (1) ~ (2 0) ©VN-r*lfr 1 Steffi 

(37) (1) ~ (2 0) (3 6) ©V^•rn*l^K:lB*©Bfc^Sef^i!flJ****• 

u-c^rr* ess. 

(38) ( i ) ~ ( 2 o ) *«fc v (36) ©vN-rtifr i m\ztBm®m-&w&MMj$Mo*m 

(39) wm-hK mmm t.it\tm^ & s (38) ^m^mm^mm m it&mm&o 

WTs #3Biil§&l¥lffl£8ttSirrs. 2003 ^ 10 8 Hfcmjffl$ixfcH#BiftlffcHiH . 
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2003-350158 -^Off&m&^SRf 3 & N mmRttBm&Wmm# ZvmMtetimZ tl 

F^t^itil^^ MMiI©7l7c5fe^© N-T-fe^i/^i/u ^ a- >© 6 7 n-^cD 1 
^©trtfMc tSM#s WKl»*b'<ttt:h IgGl>^^*3fe<Otn;{*:Fc«ta3&sfflV^e>na. IgG 

ttfis Jft#Fc«li«i:tn#FcS§f*:7?»* Fcr S^»i:* s «g^ur»3S$n**BIJB»SS'l4 
ifi#Fc«K«fc:fck N-^Un^K^*|MAJ^t-§o tot, Fcltt-&3caji©l#U^:r 

1 

(«K Gal-GlcNAc i:^H3-rs) ©iWm*Mff bT 1 &V^U)aMfc*#U Hfc 
Gal-GlcNAc © ^SItc^IM £ >U Jz??- j y?® U-T-k^JV^)]/^VK 
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±Gal$ 1 4GlcNAcfl 1 ^ 2Mana1 

±GlcNAc£ 1 

±Ga! 0 1 ^ 4GlcNAc 0 1 2Man a 1 



j&7^m©^©^^fr&3$©i!fc<fcV^ 

wm*mt% mbttfr & mtiz nx v % x $ & v ^ u it g&© n& s »fS2t £*-r -s. tn&f*^ 
it. mmmz7^-x&m&^x^f£^z£%^5 0 MR^y^—^^\,x^^m 

b-T V ^ ^##§38© £ 9ttEj£ttK3u ffi V ^ ADCC «tt ft* -T 3 o 

N-^U n>> Kj!@&«&£U£0(& Fc ««ls|lrt«l^igXm&«:«llUAi4>i:«£n 

fb^^23^tSSHM»^ (^tHJR-fe>^-) IH?I (1989) ]£fflV\ M 



±Fuc or 1 

6 6 

^ 4Man £ 1 4GlcNAc jS 1 4GlcNAc 
3 
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HPAED-PAD ^ [J. Liq. Chromatogr., 6, 1577 (1983)] ta^t^lft^CttMt^^ 

b&x%2> 0 

#*b<«l«»©%Jtfc*3^*-*cfc*v^. 

se^ttsest^uttt^ #^©^F f iI^®^^-r^$s^^#^■ev^tv^^ t fc<s agates 

GH©-fflS©««i:;fc&£tt-C%J;V^ 3;fcs 1^— ©ag^SSH© 2 *ffi&±©^«*Si 
ttttt$6«&ltx iWMfils JMfS&fi&K. fliiiiMe^ « 

& s v>»M8(iig&9 a *tx @f st©*s© b* ^ ^ > h * ^ w xmm<D 

#$BW C ffl V ^ £> tl 3 Sate b T fcfcx glJfe© UptMBJM 3 V > {i^^lffljjS© M KlSBK b T V ^ 
Antibodies: A Laboratory Manual, Cold Spring Harbor Laboratory, Chapter 14, (1998) 

£iBf4©<&*n©27Sk 6 b ttmt hxmtr % & t>* ax 
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m&&mfr&. ±iB©^y*n-^MW**»&x mimmttm^xmib-rz?}^ &%wz 
kv-z.<D7x;wtmm?t^ httfo&3k<DW&}hWMvx, ^m^m.<t^>^t.%'mm 

X%%> 0 ^©ife^ifM-hbr^ filTtea*-$\ Fab N F(ab') 3 v Fab\ scFv (-#«C#0s 
scFv^g^s diabody. dsFv *5<fct>* CDR ^tr^^ Kft£#£&:f£> *i3o 
Fabtts IgG£®eH#8¥@#i^V'W >xmmVXmZ>ti%Mfr(p5% (Hit© 224#g© 

Fabii. >T«ltH5u i:^-e^5o £7cfc*x 

#?© Fab £=3- K« PNA 5feJS«^«lffl#B3g'^^^— »*V^^4J^SEflfe«IJi»3S^^'^— 

F(ab') 2 &s igG ^m&m^-mmm^y^>xmmvxm^>ti^m>i(Dot> (h«© 234 #g 

©7^ySSaiT?«I»f*n*)x Fab#fc>^«&©^x;i/:7^ K^^LTi&g^tifcfc 

F(ab') 2 «s mtftttm&mfrmmm^y'^yxmmvxftzztiifixgZo t 

Fab'&> ±|3F(ab') s ©t>^«©^^;V7-f KIS-fr*«I»fbfc^?«9 5 ^©taM^ 
Fab'tts F(ab'Uii?cimxi/^b-JWbTll§ui:A5t^§o l£JrC^ 

© Fab'»fM-^=i- k-ts dna %Mm&w%&M^? t-ftz^zmz^mmm^? n 
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scFvfcfc, 1*®W£ l*©VLh*aiS*:^.^KU>*— . (J^Tx P iiffif) £MV^x 
VH-P-VL ftlN bfc* VL-P-VH ©jli^ig^^ tlfc* U ^7*^ h*T\ Jft®Jg^Stt*^-r*tn#»fM- 

scFv » s tfifltf^P© VH j3«t VVL Kf* cDNA bx scFv — h'-T-S DNA £ 

scFv^JMfcidU *»© scFv ftar^^T"^- K U SfflV^x scFv-(P-scFv-) H ©J;a 

fcjt*ss*ifc# u^t*^ K«it5x # scFv fctti&T%*n?n<DffimK:tt'rz>metm&&m?- 

%>o m%.l£, —mm<D scFv # U^.^ K^^if scFv 2 (—fiftfStt— 

^^a&fcffettSo scFv#g^#sns^©scFv ©M^-a-fc-e-ttx if©t&fc*&a^t> 

t"5$oT % ct < x • 1^1—© scFv 3&s4tt»fl©«ft^t)*S fett««®S© scFv ©*&«&<&*>■& 

scFv^s^i, ±@bscfv fcH«fcurseHx^«j^*fflv^«3e"r«cii:3&s"es*. 

diabodyfct, scFv MfltfbbfctfitftWtf'T?. — ffi©l^^^4£#t-3*fafc»r;t^& 
%> 0 diabody Wo-ffi©JnJp^M«ttx C £$T"£3 bx — '^*S**trMH*g 

diabodyfis tfcfltf^?© YH*J:V VL fff-S cDNA £StffU scFv DNA 

£ p ©r ^ y mzmcDMz » 12 aauwT t «i* <fc a bx m dna zmm^mmm^* 
* - <& s ^ tt^^^iffl * * - £ jf a bx mmm^ $> % v ^ » jt^£ 

dsFvfck VH:fc<kWL ^©^n^tllT^y^Sa^i/^^-f >SSCIiUfe#'J^7 

^^e^1-^T^y^*(iReiter [Protein Engineering, 7, 697 
(1994)] ttots JJx^©iL^^S!l^»^^T^t-SCi:^T?§So 
dsFv&s Ja^^fOVH £<fcT>*VL £n — h*-T3 cDNA £3tf§bx dsFv £rr— ^3 DNA £ 
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CDR fc^tf^T^ VH£fc»VL©CDR©'>ft< t 1 m®l*±*<£ tl% 0 
Wk(D CDR ^tr^r?- F«> iSM^feM^^^ K U >#-£^ ttiB-p^f § d 

CDR £^tr ^ ^ K $m-5t=¥-(D VH £ £ VVL (D CDR' £ 3 - h* T % DNA U K DNA 

CDR^tr^r^Ktefc. Fmoc& ?-))/jr*^i3 ))/iS=-)\/$k). tBoc& 

scfv vmt \sxmm$^ u ^m^—mmom^imm 

>&*m-?% scFv 3 T-&oT*<fcV^ scFviibTte. ffitOtfEfl^ 5>#M bfc scFv 

^st©^*cfcv^^ N hto£&, mmB(DmM#im£isxmz>nx^z> tag-72 't^rrs 
^wt; ^p— ^^©^ti-etiie^y^t 9. 10. 11 T^^ti^T^y^iB^i^^^-a 

trttffcVHOCDR U CDR2. CDR3 43 cfc^ft^tllB^JW 12. 13. 14 T^^W7 5 S ^IE#I 
fr^ft^irtftiVL© CDR 1. CDR2. CDR3 £^t? scFv. PBJ!j#-^ 15 5. y ^ffiS^Jfr 

£> & 3JrCft VH & J;t>*iB^J#-^ 16 T 5. y ^IE#J & & * tfifl: VL £^tf scFv 

fiPB?!l#^-17 t*^^n^T5;y^ia^J^tf scFvft^#&.J:f£>n<5o -MJtoatM 
JrdC £ UT*n.£> tlT V> £ MUC1 lzM~? ST^^D — ^;i4fi#©^ft^ftI3^J#-^- 66. 67. 
SST'^^ni.T'^y^iB^U^^^StrC^VHCDCDR Is CDR2. CDR3 &<fct>-^ft^ni33Wf 
69. 70. 71^^$tLi>T5y^iB^J^e»^^Jn;^VL©CDR I. CDR2." CDR3 scFv. IB 

?us^- 72 xtfz n% t ^ ; mmm £ e> & Sififfc VH & £ ^IB?!]!^ 73 T! 55* £ ft S T $ y K 
mmfrt>-&2>$i{$.Vl %StS scFv £fcfc*@E?U#-t 74T-^^n§T^y miB^iJ^tf scFv & 
£%fctf£ft<5. 

scFv^bTfi. ffiS© scFv ^M^t)■ ; B■fe%^Dl?fen«V^^/fe^^)Ol?'fe «fc < N scFvfci: 

M*oTv>T*<tv^o ^eti^tt. ^ft^ftia^jn-^ 9. 10. HTf^n 

Sr$yKK?!l*»e>*StftfrVH©CDR Is CDR2. CDR3 43«fcV-?tl-e^BBJU## 12. 13. 14 
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T-^£ft£T^ /^I3#Jfrfe&*#C#VL© CDR 1, CDR2, CDR3 £-^tr scPv fe ft* scFv 2 , 
^tl^timmm^^ 67, 68^£n*T^^IB2nJfrfefc*$a#VH<DCDRl, CDR2, CDR3 
i$&V*Mtimiim*3- 69, 70, 71 ^tlS75 y&lE^Jfrfe&SintffcVL © CDR 1, CDR2, 
CDR3 S-gftf scFv frfeft* scFv 2 , -£n^n@S#J#-^ 9, 10, 11 7!^$tl^^ ^ y &fB?U#> fe 
&*iri#:VHCDCDR 1, CDR2, CDR3 &&ZF^tl^tlWffi%& J % 12, 13, 14 T-^£n*7^ 
BB^J*fefc*faftVL©CDR 1, CDR2, CDR3 &-&ir scFv, *5j;t>^n^tL@B^J#-^- 66, 67, 
68 T?^$tl57 5 ^S2^J)0>fefc**fi#VH© CDR 1, CDR2^ CDR3 &&T?^n^tm$m^ 
69, 70, 71 "C*^^*li)T^y^iB^J^e>^^|rC#VL©CDR 1, CDR2, CDR3 scFv frfe 

&* scFv 2 , iB^J#^15T!^*n«T5yKBB^J*^&5&Sfi^VH*J;U^J#-#16Tf^ 
^n^T^yKi^U^&^SjftfrVL^tf scFv*»6ft« scFv 2 , KBIW 72 -C^n*?" 

^ ^ &B?y * fe * * $m vh & <fc ^i3^j#-^ nnwztizrs. s mm fe & * urn vl & 

scFv & ft 3 scFv 2 , IB JiJ#-^ 1 5 "C^ £ n* T * y & * 6 ft * VH 33 <£. rjtgB 

eis-^ 16 T-^<*n*:PS. ;mmmfrbte%$m.vL &-&t? scFv, :fe«kvBBai#-9- 72 -e^sn 
§7^ iss^u^ fe * * jfitflt vh 43 ^zronj*^ 73 x-mis n* t ^ y mmmi> fe ft * ircte vl 

&-&tr scFvfrfeft* scFv 2 , IB^J#^75^£n*:P^^IB^Jfrfeft* scFy 2 ^fe»iB?U 
&^r7G"Z7f;£nZ7$SMWmfr£>l3:2> scFvjftifjos&fcrfen*. 

g^^&nfc^*^* <fc<x £©£5ftg^fc©y#>h**ig-£-9l«, 

fe^^tlS. JWW9fc^ rT^MTNF (Tumor Necrosis Factor) II SSgtft&fcfcfciBaj*^ 

64 T?^£n.*:r$ ^iB^^tfW&ttamfcft£#&tf fen*. 

V #> KSBKtfifctf fen*o f£ U # > »Jfc«ttJ£©MtffcfclSa' 

<fc d wa»^^*r 4««ea»*siMi*nr * * v^ u ^t»#e*m^^?sYb lt 
Tziy? Kaif^sfefcf fen*, y #> b^^ftt-siiM^^ts 
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*^BJ§©§^#©U h* hbtiiv ^#:fi*]^«.LFA-3 (Leukocyte Function Antigen-3) 
#2giE©intffc Fc ^ fi. Fc r 1 1 la £ ©i^£lSgPI# bT ^ SJntffcStj^S 

#^BJ§©BK^Sfm&^bTfi. &Tf(D (a) ~ (f) ^fetf^^o 

om&m&mm,m±s ^ ; t-fi#:*5 c ^:t>^^D-g^^:^ffMb-cv^•r* c kv^o & 

X-e&^Ct/W^b^o 

(a) CH 2 ; 

(b) ng&mm&m- ch 2 - ch 3 ; • 

(c) cK r m&mm&m ; 

(d) CH 2 - CHa-^tt^SH 

(e) m^mm&m- Wt-m&mm&M ; 

(f ) m&mm&w- ch 2 - cH 3 -^tt®eH ; 

±13 (a) ~ (f) (DmmzntzKV^T-rVMlZ&^X, Ife&Vm&Ktes loJiU:©^ 
*^BJ^*5Vn-Ts Hi^6K«±sB (a) ~ (f) <D&m&M*Mf8,mmhl,xm^fz l h 

u\)M\sX<b&^o ±ts (a) ~ (f) <D&mm,mmomz, ti«si^tt§<k 
v > u tm^mmz i«-r s t > ^ib^j &£©u>#-&^b r vx<b^ 0 ^^iz, 

*mM<Dftmmmfa t vx msm s ^ - k t %> dna &«£iubk:*a ttn 
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JSiT© (a) * tzii (b)& £«D*f £*M&fc#X bT?# & ft«JgJttE&tt#& W€> ft S o 
#»£ftfc«; 

&ifi%&mmznz>z-}i3t>f; A3te?*v h<*ftsi:v»5. 

SMSrtttf** Vtt h* GDP-^n— *©^6fcW#*r*I8fci: UTtt GDP-x'W— * 
4,6-5**1*9* — if (GMD)n GDP-4-^h-6-5 i ^-^r^-D-V>y-X-3,5-^tf^9— If (Fx) 

GDP-V>y— X 4,6-^tl K7^- if i: btll 

(a) @B^iJ#^- 1 T*^£ft3^»IB?!Jfr£>&£ DNA ; 

(b) isai*^ i ~em£tiz>m.m&mfrt>-&% dna h u >v*> h&^fi^w ?v 

^XU froGDP-VW-* 4,6-^t H9* — lfM«**-r^^eK*3— Kf 3 DNA ; 

fc£#<&tfe>ftao 

GDP-VW— * 4,6-^t 1*7^— Hf^LTtts 

(a) w&m^ 2^mzn5TK ;mm&]fre>-&% : m&n 

(b) iB^J#-^2T*^ft^>T^y^@B^J^*5VNT. Ulh®7^i» #A 

^3«fc v/* fettftin^ ft&r 5. ^ iliB^jfr e> & t> s fro gdp-v > y 4,6-ftK7^ —if 

(c) IBai»2T5«£ft*:F$yKIB3aji: 80%JW±©*BI^H4^1-ST^ SMmmfrb 
fctK froGDP-v>y-* 4,6-rt K9* — tffiftfe&^rsaBK ; 
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GDP-4-^ h -6-^^-^r->-D-V > J — *-3 , 5-3i * 9— tf £: 

(a) fi^UM 3 «£fta*££BBai*»£fcS DNA ; 

(b ) mm^ 3 n^JtgsiB^j^ e» & s dna £ * h y > * > h ^ y 

*3— 4M1A;- 

_ 6 _^ dp iy-D-T > y — ^ -3 , 5-3i tr ^ ^ — gfctm 

(a) IB5U»9 4-e^ixS7^>'»BB5U*»e>**SaK; 

(b) iB?iJ#-^-4T"«^n§T^y^iB^J^*5V>T. lfiLhCT^/'K^x #A 
t'WAfelif«ll^f:7^»J^^ tK . fro GDP-4->5r h-G-tt*i'-d-^> S — 

^-3,5-31^7— ifMtt^-rsaest ; 

(c) Eai»4*C*Sft*TS ^miB^Ji; 80%W_hOffll§H4ft*-r57'5 ^KiB5U*6 
fc!K *oGDP-4--5rh-6-5 s ^^^-D-v>y— X-3,5-3ilf^^--^M^&*-r^®a!S ; 

# a$frerrzmmmmtem- ! 3>~r%Bm£\sXiz, «i ,6-7 n^v h 7 >^ 7 x^-ir^stj' 

*JB9IIC*VnTn al,6-73^Vb7>77i7- -tf iiVXit, TI3(a)~(d)cD DNA iPzi 

(a) bb*w§ 5 tjse^ nsigaae^ 5> & & DNA . 

(b) mm&* 6 «*n-5aaiiB3ni*e»«:* dna 

(c) m&m^ 5 *c^$naffi*ia?a*»&«!-5 dna h y >s^> h&^-tvw r u 
^xu *»o ai,6-73^vb7>77x7- -€M^*-rspas^=3-b*"r-s DNA 

(d) 6 tf«$n*<fi»BB5!I*»fe«t* DNA Y U h&lfefl^W 7 y 
^XU iPO al,6-73^h7>X7x7- DNA 
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• (f) w&m^%-zm$ti%7Ksmmmfr*>*z : m&&. 

Afc &V t /£.fz \£ffln ^titz^^y Mm&ifr £ D x *«oal l 6-73>>;i/b7>77x7- 

&tK al,6-73i/;i/ h7>^7x7- HfM14^*-r^^SH 

ftDx fro al ) 6-73^>;i/h7>^7x7— ^^mir^M&M 

BB&fttilZ GDP- 73-^ K#-T -S @#fH © 7 ^ y MIH^J £3 — 

DNA £ btfis @B^IJS# 1 3 T**^tl^^SiBFO&^-r^ DNA, IB3nj## 1 3 

«$^i.^»lBJ!J$*-r^ DNA £X h U h&^TvW 7'J^XU fro«&F*j 

5 sfea 6 •?mztiz>i&mm*fs?% dna, iaai#§- 5 6 -emztizmmmm&^i- 

3 DNA h U I'^xV b^ft^'fr'J^XU fro al,6-73>>;H7>X7x7 

*iBBHc^3V>Tx * b U'>S?x> h &^#TTVW 7-1; ^-f Xf^. DNA ^^.«1B^J 
3, 5 '*fctt6T!&$;h,£ffi£EJU*£>&S DNAft£©DNA£fc«;^©— gp©|^Jt£ 
yu—^tVX, 3nn--;W7'J^^>3>^ rr^ — 7 • /W 7V *V -t?—>3 
% V > « i?-1f >;\ -f X U #M ^->> 3 >8c*£M v> «ifck:«kb»e>n*DNA U 
J*#Wfcy\ 3D^- fe§VNtt7"7— ^ft3fE©DNA^SI^bbfe7^;V^— &fflV>T N 0.7— 
l.OMOi&ft^h Ue/A^qflETx B5"C*C;W ?\) **-f -if — ^3 >&frofe« N 0.1~2#$ftK© 
SSC«f* (1 SSC *«E©jfiJEStt> 150mM«fb^-hU«7A x 15mM h y ^ A«fc 
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hifi^g&a ->W ~7 U -tf— Molecular Cloning, A Laboratory Manual, Second 
Edition, Cold Spring Harbor Laboratory Press, (1989) s ' Current Protocols in Molecular 
Biology, John Wiley & Sons, (1987-1997). DNA Cloning 1: Core Techniques, A Practical 
Approach, Second Edition, Oxford University (1995 W^aBS^tlTV^^&fciipb-tfT 

5 c t & 5.7 h y >s? * > h &^#~ptv w y 'j *v x ort&ft dna t bT^wj^i. 
1. 3s 5 6 tt$tizwMMBmt'j>-& <h*> Bo%u±(Dmmsi&m-r%> dna s 

US. b < & 70%W±. £ t>#* b < « 80%&LL. * £> b < « 90%^±. *Sffcj§F* b < 

&95%W±. *%^*b ,, <(i98%a±CDffi«^-r§DNA^^{^^iLt^-t^§o 

#^2.. mm. nx&&vs&teimttoznitT% ; wtwm& <=> & t> . ^oflUBAiK^ * 

f±. Molecular Cloning, A Laboratory Manual, Second Edition, Cold Spring Harbor 
Laboratory Press, (1989). Current Protocols in Molecular Biology, John Wiley & Sons, 

i 

(1987-1997). Nucleic Acids Research, 10, 6487.(1982). Proc. Natl. Acad. Sci., USA, 79, 
6409 (1982). Gene, 34, 315 (1985). Nucleic Acids Research, 13, 4431 (1985). Proc. Natl. 
Acad. Sci USA, 82, 488 (1985)^^3iB«CDgP^u^fitJ^^#X^^fflV^•r. IB?U# 

i. 3. 5 stzit 6 n&zti&msiBm*m?z dna Kwsmmtb&m&mxTz 

t). Wft*b<»4ftilOTfSSiBm©«CT?fet)^ ^!J^«. l~t&-NS. $?^b<ttl~20 

fis <tD$f^b<{*l~10^. ^e>^$f^b<«l~5«^5o 

life. *»Sfc:feV^KHI#9 2. 4. 7 HtzltS frZlxZT^smmPSil 80%J^± 

GDP-4-7" h -6-t^* $x-d- v > y -3 , 5-^ ? — *?rStt. ^fcfral,6-73^Vh7V 
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-emZnzmsmWMil BLAST CJ. Mol. Biol., 215, 403 (1990)3 FAST A CMethods in 
Enzymology, 183. 63 (1990)D m<Dffitir V 7 b ftm^XWrU bfc £ g? ^ 'J>& < h & 80%^ 
±s » * b < fc* 85%^± s «£ b 0 * b < 90%W±, $ £> Cj?* b < 14 95%JW± N 

§ o 

-r^t)^«i*iii^^i/^K gdp-7 3— 
6>&j3 7 3-^0 i&# a ^t-^^^^^-rs^^abfeteaHflss^fi-rs 

(c) &mfc-3^x(D&f£&m%mx-t 33^; 

( e ) N- y U 3 >> K Jtg^ffiffig»7C^btt<0 N-y-fe 3 if =• 6 (ft i: 7 zt © 1 

-So 

LCA (Lens Culinaris ft3feg> Lentil Agglutinin). :n> H^V^l/^f-V PSA ( Pisum sativum 
Pea Lectin)^ V5 UP?-> VFA (Vicia faba_fi3fc© Agglutinin^ t^fo^ty 
>^/rb^^>AAL (Aleuria aurantia &3feg> Lectin) ^£^{73 £1 h&X % -So 

^^V^fit» «tt)$f^b<{4 2~5^ *&W*b<ttlO#x **»*b 
<tt20#JBLhT?»S. 
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Z*y<DM%iWtif£\& 10/zg/mL~10mg/mL s b < » 0.5mg/mL~2.0mg/mL X&%> 0 
-■^MffiM YB2/3HL . P2 . Gl 1 . 1 6Ag . 20 fflM& x"i7X 3. ;n D — V|ffl» NSO « N x> X 3. D 

sP2/o-Agu mm, isV7>j\&x*— niusm^wKmxL ^v&MmmmM 

*mm<DmnUW$k£ bT&. mi&ftte #f§BJ3© TAG (Tumor-Associated Glycoprotein) 
-72 ^^tt^^1-^ll!^®dH0^^^M^^^^^^--XyNAX^-^imMa 
^OCH0^»CH0/DG44iilJiacD^Mtei^*KC1200, nJ^M TNF (Tumor necrosis factor) 

«$^n ©»-&«'fiK©*e^*ffl#a^;e?-w x^A**-maMfl»iii*© cho^ 

«CH0/DG44iiljja©f$K^^KC1194 43J;t>*LFA-3 (leukocyte Function Antigen-3 ) © 

cho/dg44 Mf&oiimmmfc mm &$>tf*>ti%o ±§3© cho iB« cho/dg44 «© 

TO 15 3=9 £ 30 B#{tT-^^fIgtSAgl^»^W^ ^fF^tJ*f6-fe 
( < fcf rfrJlC 1TS1 Ml 1 6) £ N KC1194 {£ FERM BP-8499 £ L 

KC119'8{iFERMBP-8500 tits TO 15 ^ 10 Jl 3 BffiftX KC1200 & FERMBP-8503 

i. ^B^©i6-&iieMm^^^s-r?.^m©^ 

■?Z>Z£-frX%Zo 
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(i) mm<Dmm&itmiQb.i,i±ms?mkD i &k 
*mm<DMfa(Dftg*<or-isbizm^z>m±MMi*, mmm? # t* gdp-73— 

m<Dft& %m v > % z. t & \) nm-t % £ t § % „ mm^m* ? u * ^ k gdp- 73-^0 

&J&lzM J 3'?%B&k\sTi&, KWStfc GDP-^i/y— 4,6-^fc h*v#— £ (J^T, GMD 
t0.mi-%\ GDP-4->$r h -6-^^ x >-D-V> y —^-3 , 5-:n ^ if (#.T, Fx fc£IB"r 

6ttt73-^©ltt4« a ^f*IS^^^II#-rS^i:bttt N ftfW&fctts al,6- 
73>>;vh7>X7x7 — tf, a -Lr 7 zi £f # & fcf £ ft* „ 
CCWaStfc^tt, DNAg;fc«:RNA£#t?o 

RNA-DNA ^U=f^^P^b*^ (fc*T, RDOSfefc^fB*-*); RNA < — 7 i7U > 

^^^^D^HflScof^l^cD *S> v % ^^^Mfaf*. fflj@ft«g:* * Ptf^ K.GDP-7I2— 7©-& 

12, 239 (1993), BIO /TECHNOLOGY, 17, 1097 (1999), Hum. Mol. Genet., 5, 1083 (1995), 
SMSx^, 13., 255 (1994), Proc. Natl. Acad. Sci. U.S.A., 96. 1886 (1999)^3§B$8<* 

JUBAtt? * Is*?- b* GDP- 7 n-^©^f3P#-r N-<7 U n K^-^-g-M 

K-r* cDNA^svA{*yy adna swast-r*. 
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* l/**" h* GDP- 7 3-X©^ti#t§i»*fdi N-^ U 3 ^> Kfg^-£rS» 
i^jl7C*SS©N-T-fe^;V^;i/3-9-5 >© 6ffiJ373-^© 1 a ^-rSMMf^^H 

t> s :£f§BJ3©^#> *#»© fc «> ^*EBJ3S 3 £ h % T? » 3 o 

Ms g&fUR tt4MU&tt£x KGDP-7 3— *©-£j&fcW# 

« 

n-*© lift* a ^^^t**««^K:H#t•*BllR©^t^S#UTV^**©^»^^^iv^•r 
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*±m)®nmZ-m*Wm'ti)\\m'm--mm.B (1996) ] N Molecular Cloning, A Laboratory 
Manual, Second Edition, Cold Spring Harbor Laboratory Press, (1989) s Current Protocols 
in Molecular Biology, John Wiley & Sons, {im-im)mzmM£ftfc£<i\j¥W)-&JSW : $> 

ffi^ RT-PCR &m&%> £ tl 3 o 

iHfii<z> (5) K:8B*©*«cii«»fcfe>.n*. m&vtzM&m&wfr?(Dmmmm*mmiii, 

ii/S o ' 

^tSii^5i5^©N-7'-fe^;i/^;vrr-y-^ >o 6^73-^01^ « if^-r a Hostess £ 11 

cDNA<?)W«^ 

<b ± RNA mRNA fcHSgf 3 o 
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mm Vfe± RNA Xfcfc mRNA ifi cDNA ^ j 7^ U -£*WT 3 o 
cDNA ^ ^ D-£t§M£: UT PCR ^•T'«P f >lM^ ^ F GDP-7 n-^CD^^M^f. 

k-ts dna %mmir% z h t 

t hXS^t MijtJ^MXMJia^^^RNA^M-r^^^UTfi, ^^->>t>^^ 
7-^>4'J7MDS^-fei/>>A^ [Methods in Enzymology, 154. 3 (1987)]. iM**- 
•t*/T>M??=- 1?> • 7 — ;i/ • * n n^l/A (AGPC) ife [Analytical Biochemistry, 162, 
156 (1987); Hig^ : 9, 1937 (1991)] teiZifi&tfbtlZo 

Sztzs ± RNA c, poly (A) + RNA iibT mRNA &m9&irZ>%&£\sX^ tfU^ (dT) B^fts 
-fc;i/D — A}£ [Molecular Cloning, A Laboratory Manual , Second Edition, Cold Spring 
Harbor Laboratory Press, (1989)] ^A s fe(:f <btiZ> 9 

Fast Track mRNA Isolation Kit (Invitrogen^tX Quick Prep mRNA Purification 
Kit (Pharmacia*!) tnZa^iW®*? r- SfflV^C ££<fc t> mRNA £11^3 3 3,, 

UMLfct hXfi^t hmW<DimX&MMimkfr<o cDNA "y-i 7=7 U—&fP»^*.cDNA 
7 ^ '^7 D -f^KS UT lis Molecular Cloning, A Laboratory Manual , Second Edition, 
Cold Spring Harbor Laboratory Press, (1989) s Current Protocols in Molecular Biology, 
John Wiley & Sons, (1987-1997). A Laboratory Manual, 2nd Ed. (1989 Wwf3«5£*lfc:£ 
& N %>Z>\mtfpWL<D*cV K #11 ^.(^ Superscript Plasmid System for cDNA Synthesis and 
Plasmid Cloning (Life Technologies £fc). ZAP-cDNA Synthesis Kit (STRATAGENE *±) 
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cDNA 5-f75U- fcftW Sfe«>O^P-=>^^-i:Um Kl 2 <* 4n? S 

3o MfWSltttx ZAP Express [STRATAGENE $L Strategies, 5, 58(1992)] N pBluescript II 
SK(+) [Nucleic Acids Research, 17, 9494 (1989)], AZAP II (STRATAGENE *±), AgtlO, 
Agtll[DNA cloning, A Practical Approach,!, 49 (1985)], ATriplEx(Clontech:f±), AExCell 
(Pharmacia |±)s pT7T318U (Pharmacia pcD2 [Mol. Cell. Biol., 3, 280 (1983)] 
t>*pUC18 [Gene, 33, 103 (1985)] m&&tf%> C fc#*e§ 5, 
cDNA 7*7 'J— *f»rafc»©1&£«£»fc LTfi, ^trt'&tiy^lTtl/tr&ffl^ 
#£b<tt:*dra#fflV>£>;fV5o M&ffJfc&s Escherichiacoli XLl-Blue 
MRF' [STRATAGENE *t. Strategies, 5, 81 (1992)], Escherichiacoli C600 [Genetics, 39, 440 
(1954)1, Escherichia coliY 1088rScience. 222. 778 (1983)1, Escherichia coliY 1090rScience . 
222 . 778 (1983)1. Escherichia coliN M522 [J. Mol. Biol., 166, 1 (1983)], Escherichiacoli 
K802 [J. Mol. Biol. , 16, 118 (1966)] 3S A t>* Escherichiacoli JM105 [Gene, 38, 275 (1985)] 

mm^btiz.., . ■ 

cDNA^-f 75 U— its *<D££M&(Dmffilzm^X<b&^jbK cDNA ©tfli^W 

T, ^« cDNA W,fc<MtSfe«>^ Wfe^HWBU&^y^-V-yrtt [Gene, 138, 
171 (1994); Gene, 200, 149 (1997); IfiliHii, 41, 603 (1996); nW&¥, II, 2491 
(1993); cDNA*D-n>^(#±#)(1996); »7^77'J-©«($±tt) (1994)] 

iB^ii© 5 '5fej»^ cfcth* 3 '^.m^mmmmmmmr^ v w^-y 777 j u 

<Mbfc cDNA-7-T :7^y~&£|S^L , r PCR^ [PCR Protocols, Academic Press (1990)] 
SffiV^T DNA ©Jf(B*fx5 £ Ds * l^?- K GDP- 37 ^©^(dP-^-r 

siiifcSN-^'j^i/ K^tt^muiTc^e© n-t^^v^kj-^ >© 6I4C73 
1 fart a m&-rzmmmmviwte-rzmm*=*- v-rzM&^Bifr&wM?* 
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^ u n s/ K^-a-^M^tijiTc*^© N-y-fe^v^i/^ -y- ^>©6tt7^ -x© i a 

«S^"T*«Hi»«ik:Sa-^-r*»iR*3-K-rs DNA T*&££ ^ »ffrffi^&ft*Jti£IBai 
ffitiffi^ Mx.l£y->jS— (Sanger) fe©^**^* [Proc. Natl. Acad. Sci. U.S.A. , 74, 
5463.(1977)] ABI PRISM377DNA ^>-9-— (Applied Biosystems %M) ^©^ 

gGHS^Urtf-fcT'D-^i: bt, t'hxtt^t blit3©TOXMJia^#^ti^ mRNA fa £> 
^ bfe cDNA % % cDNA 7^f/7iJ — f,3D - — ; W ^ U ^ $/ 3 ^T"?- ^ 
7\xf -t?— ^3> [Molecular Cloning, A Laboratory Manual, Second Editio.n, Cold 

Spring Harbor Laboratory Press, (1989K Current Protocols in Molecular Biology, John 
Wiley & Sons, (1987-1997)] ^^^t, ffiti&ftffi* t? h* GDP- 173— *©^/?gk:||# 

n — ^ © 1 ffi'j&s a *g-&*r *lif*HIWWK:H-*-r «»SR© DNA &Mtl» C £ fax § 3 . 

hXfct^t hl&^©*IlKXMlia^^tlS mRNA ^fe^Jiftbfe .cDNA&3V>tt cDNA ^-T ^ 
U-^MJ:bts PCR*%fflv>'CJi«'r-5Ci:Ki«J;bs nffitimzt^Jr^Y GDP-73- 

^>0 6tC73-^0Hfiiis a Jg-a-rS«i^^ti8#-r-5^© cDNA fcftWT* C a 
^■^MMil7C*^©N-7'-te^;i/^;i/=J-9-^ >© 6ffit7 3-^0iffiiia ijg-£rf 

«a» t H#-r * B?* * n — 1« * dna tofssssm^ mmm ^ 6 n 3 J&sie?!j$p#f # $i 

^.{f-y-VTif— (Sanger) feOS^tf-^SS [Proc. Natl. Acad. Sci. U.S.A. , 74, 5463 (1977)] 
&3Vn«ABI PRISM377DNA ^^>it— (Applied Biosystems #W ^OiMMmmfrffi^ 
WZm^frffiirZZhlz&t), m DNA ©^1E5U Sft^-T 3 £ i; fax % % o 
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?kfe\sfzcMk<Di&mmn*b£te s BLAST^fflHHS^T-D^A^fflVNT^ Genbank, 
EMBL 43 «fc V-DDfiJ & ^©JfiSlBfllf*— * * ^it^uttj; t) ^ bfc DNA ifi?—* 

3 *i®t0gfcfc: 3 £ n - K b*c v ^ £ SftS^t? & 3 c k £«£Sgf & c i: * 7? § 

-rsatfs^ottssfBaii; b-ctts mx.it, m&m^ i 3 iziBm<DmMsm&it>we>ti 
6tt7 3-7oitAs a ss-s-r s M^f^fe £ -r * mm £ 3 — F-r§«^©^*iB^j 

&fci!tlfrdWL(DmMmmz&'3^X, 7tX7*7^^ h^£fiJfflbfcDNA-£;&ii 
model 392 (Perkin Elmer *fc$g) <g© DNA ^tft^tSu Us iffliiS ^ b 

r-fe 3 -y- 5 v © 6 gl jc 7 3 — * © 1 # & a ife-err % mm&m c m-^-r % mm © cdna 

«IMJS7C*C©N-T-l2^;i/^;V3i?-^ >© 6 ffitc7 ^-^© a^-^-r SIMRttflilcN 

#-r*»*©$v a dna *fflm-%Ji&ii b-ri^ 0ba«s wr^gB«©^3&s$>^^ti^o 

y>>ADM©M«ar& 

A DNA ^M^^-^^^iibX^ Molecular Cloning, A Laboratory Manual, Second 
Edition, Cold Spring Harbor Laboratory Press, (1989k Current Protocols in Molecular 
Biology," John Wiley & Sons, (1987-1997)^£gB^£ftfc&&©;£&#&kf £>ft3«, 
>7VADNA^-f V— — V^^A (Genome Systems *±) -^Universal 

GenomeWalker™ Kits (CLONTECH %h) fr^MV^d fc£<fc D N fflUSfttgjt * b^ F GDP- 7 
n-^0^tH4t5i^^fcii N-^.U 3^> h'^^MH^jlTC*^© U-r-fe^V^l/ 

3-9-^ y®6tc73-^0 1 m^am-^T^'mmmm^m^f^mmcD^^ a dna 
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mmLtcMmftM* t? u**?- h wp-y^-xcD&mzmttzmms.fciz n-^u n>> his 

&m&Mtmik&7iJ^<D}i-T±^))/y)V^V$ >©6&fc:7=i— *© 1 a ^"T^MM 

DNA ©i&SISJiJteU ®SMV^?>n^^aiB^!Jm^f^^ ft 
(Sanger) e>(Di?5 s tti'&i [Proc. Natl. Acad. Sci. U.S.A., 74. 5463 (1977)] 
&£V>&ABI PRISM377DNA (Applied Biosystems *±M) ^©^SlB^tf^ 

^Ife^y ADNA©i&»ie?!J£&£:£s BLAST^©^|HI^mrD^^A^fflV^r, 
Genbanks EMBL & «k V DDBJ & ^©^SIB^— # ^-X -5 £ i: £ «fc t> > b fe DNA 

a ^t-S«IM^^ii#t*«^*3-HbTV^3ae^T*a&S^fc^5g^-r5c: 

*fe££ft7cDNA©i£SI3?!K3S^T, 7*77*75^ bfe DNA-&d&» 

model 392 (Perkin Elmer fcfctg) DNA ^j^^fb^jfrT * £ «BUBrt»X ^ 1/ 

tf^ H GDP-7 3-^©^»c|8#-r fcttN-y U 3 H^^^«Sm3S7D*SS© N- 

A DNA % H £ % X § 3o 

±iB07j^T*^e>n-s«p ( 3«i^<7p^ h* gdp-7 3— ^cD-a-^n#-r^^©yy A 

DNAOJjgSIBaifcUTfcts #IJ^.«1B?IJ#-^ 110, UK 112 :fc«fctf.ll3 £IB$8©^S@B3?!j#;fc}:r 

±Ba©^acT?»e> n-<7* «j n ^> k^^mhiijitc*^© N-T-fe^i/^oi/^-y- ^ >© 
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t) MHf ^cii^is. A&ift ' *MSrt*i* W-XV-Y gdp-7 ^ ©^tc||#-r 
3 ft* * tz it N- >7 y =i *s F tirfr*£9!*HHtfG£«|ll<Z) N-y-b £01/ n ^ 5 > © 6 ffi K: 7 n 
-*©lfe# a cDNA^iWy ADNA©Jg 

SIBBI©^ JftUbfe 5-150 JEffi^ »*U<tt5-60ttak £ U < fcfc 10-40 i» 

* y 3^ ^ h* t. vx&, * y =f rna & u * i/*?- h*©^##; (OTs 

it y n** * KR^t bm't'j =r^.f p*-*- h 4>© y >s^^x^Mg-£r#* 

y >ms?^z7)m&ifi m ' -P5 » ^ 7 * t 5. 5 s — h g£i&£ tife * u =f ;* * u k 
# y k+© y * ^ y ^^x^^^r^ rams**:* 

jft^nfc* y # b^-^ * y rr* ^ k*©^^^** c-5 7n ^-^^ 

^>;i/T-gi&£ftfc;fr y rf* * v*"*- KfBSWk 7t y rf* ^ K ^©^s^V/b* c-5 ^ 
yv^— ;n>5S/;i/T?flHft$nfeB29f*:* U rf* b\ # y zf* ^7 K^©^ h ^> 

># c-5 7d *-;w> h >>>x-B^^nfe^- y * kto^s ^- y ^ i/^-^ k 

*© N > h^>>* s 7^y *rW>mffii' h->> (phenoxazine-modified cytosine) ~CW&$tl 
y 37 7U#^ KfiBSfk ^-y rf^ ^ prfj© ij 2'-0-7u tr;i/ y tf— 

gm^ftfc* y * KKSWk y rf* 9 is*?- h*cj3© y x& 2'-^ h 

^5/^ h y Tit— ^*eBift*nfe* y t? u*?- vmmt&sifi&ffbti* wmx.**, is, 

1463 (1997)]o 

*»w©Bi^aRjia^«i*f^»t-«fc«i>K:fflv>*is^»iiiattN ansi*r»^^i/*^- h* 
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^S'fe^±© ; lifitl3a'lS : f-©35t^{iN Manipulating the Mouse Embryo A Laboratory Manual, 
Second Edition, Cold Spring Harbor Laboratory Press (1994K Gene Targeting, A Practical 
Approach, IRL Press at Oxford University Press (1993) s ;^t?-i7^>'J-X8 ^ 

>cd 6mz-?zi—Z(D 1 a: ^-r^M^fP^^I-^^cD^^fE^s 

mummt^xtes mm. mmmUs m&mm. mmmmm, nmnT%MMftm??]s 

«lt«M7U^cpN-T-fe^;i/^;i/n-9-^ >©6^^73-^CD a^-T^«0fP^p 
#-T^^©^yADNA^l§M-r^^i:bt:{^ JifBlcD (1) © ( a ) ^13^^^ A 
DNA CDf»5; iftf&fcf £> tl3 0 
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wAoi&m&mtLx. MZ-itm&m^ no\ nu 112 ^.tv 113 \zmmv>i&MM&m&$>tf<o 

IJ^^±©«W3te ; ?SffiPIi!iiJftA'r*feit>©^— (is Gene Targeting, A 
Practical Approach, IRL Press at Oxford University Press (1993k o.t;VS^ 
'J-;* 8 ^->^yfO^, ESai|S&Mv>fe^Sv«>^©f^tfi(#±%t){1995)^K:Sa 

ffiPffilftiL#*»Wlc«B!l*r**tSfcbTN fclitHU Gene Targeting, A Practical 
Approach, IRL Press at Oxford University Press (1993).. /H^i^'J-XS 2? 
->^-y»f-f ESitt&M^fc^llv^^SH^ft) (1995)^13^©^^^ 
-f^JS^x 7Dt-;?-m ^Jtf^-f rSHRs *U A ®iRfc£©#&£ffl^ 
§o MS!lbfe^J|^©+^^@^^-r^ffiPl^^.#^al^-rS^i:bTttx y^ A DNA 

1HT WW :7*U ^ *>3>& [Molecular Cloning, A Laboratory Manual, Second 
Edition, Cold Spring Harbor Laboratory Press, (1989)] ^PCR^ [PCR Protocols, Academic 
Press (1990)]'S£#fcfcf£ft*o 
( c ) RDO J: § 6 KIMtl S fc tf> JB ^ £ 4f £«©*« 

> 
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■^-tzmmocwk&z^itf; adna^±hbi© (i) © (a) £i3«©#$*§jBv\ mm 

iibfe cDNA tb Z> V ^ IZV J A DNA ©jfi3£iffini * o 

ifc£bfcDNA©IBaiK:2fr3S. «|*J)|S;2 ^ b#?- K GDP-7n — *©-£j$K:g|#-r3g|fit 
l^&bfc RDO St±*C#Ab^ U&JilVtzBm, f&t>%MMftMZ GDP- 

K GDP- 37 3-^©^^||#-rS^*fe«N-^ U 3 h*^^MItmil7G«©N- 

tf&ns. ' 

©* V \ 3 £ £ #tf § 3 o 

^-?%>mm<D cDNA *WSSf%#iSi: bTfck flfcfck ±13 1 © ( l ) © (a) \zmm<D cDNA 

fflUftrtttf;* * l/tf?- h* GDP-73-X©^^M#-r^^^fettN-^U p«&*&9! 
*tm^7c5l^©N-7''fe^^I/3-9-^>©6<ii^7 3— H£*sa^-rS«^f^^H 
•^t-Si**©^^ ADM&aMSt-S^fcbTfcfcs 0d*.ttx ±13 1 © (1) © (b) £§3fB 

DNA ©*ga£BB8l« N m^mmmmt^^wm^ pBluescript SK(-) (Stratagene*t§g) 
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— (Sanger) "feaS^^S/* [Proc. Natl. Acad. Sci. .U.S.A., 74, 5463 (1977)] ^© 
Mjfo£frV\ MgmM%m$'%f!£m^ MX.lt. ABI PRISM377DNAS/— *:c>1J— (Applied 
Biosystems *fcj») ^6D^»iB?!J^«f^g^fflV> , r^«f-r«iI Ji^«J: »5 N fllB-TSC h&X% 

RDOfcJu m^^fe«DNA^J5feil^fflV>SCfcK:«fct?il^'r'?>C:tAST?g^o 

L/T{^ Molecular Cloning, A Laboratory Manual, Second Edition, Cold Spring 
Harbor Laboratory Press, (1989K Current Protocols in Molecular Biology, John Wiley 

ft sons, (m7-m7m^mm^titcm^±(Dmm^(Dmm^mm^T^m^u^ti 

tusBl © (1) CD (a) izffim®, fflB&P ! 3l&?#l/# s ?- h* GDP-!7ri— ^©-^jsfcjcH 

-rzxm. iMi® (5) izffl&(DMmm±pmm&n(Dmmm*mmh\sxmnmwki£ 

RDOteU Science, 273, 1386 (1996); Nature Medicine, 4, 285 (1998); Hepatology, 25. 
1462 (1997); Gene Therapy, 5, 1960 (1999); Gene Therapy, 5, 1960 (1999); J. Mol. Med., 
25, 829 (1997); Proc. Natl. Acad. Sci. USA, 96, 8774 (1999); Proc. Natl. Acad. Sci. 
USA, 96, 8768 (1999); Nuc. Acids. Res., 27, 1323 (1999); Invest. Dematol., Ill, 1172 
(1998); Nature Biotech., 16, 1343 (1998); Nature Biotech., 18, 43 (2000); Nature 
Biotech., 18, 555 (2000)*fflfflttKt£oTl^t-*C fctf-Tf&So 

(d) ENAi mz^^mmtDm^m^wm^m^mir^fzmzm^^m^mmco^m 
gdp-7 =i-x<D<&mizm j 3-T%mm£tzte n-^ u ^ ^m^^mmmm^mcD h-t^?- 



35 



WO 2005/035586 PCT/JP2004/015325 

ttfcU RNAi&£ffll\ Mill ^TO^atflifitSii:^!?*. 

? h* GDP- 7 3-7®MCM4t-5g*Sfel* N-^* i; 3 

■$i-5Wm<DsMk&±mi(D (1) © (a) K:aB*©£8c&fflV\ cDNA£8MS***. 
Has b fe cDNA ©i£»IB?!j ^t-5o 

&^bfc cDNA omW\Z3&3 ^ Mmvm* 2 K GDP-7n— ^©^tcM#-r*»5R 

tsM£-&M$(D RNAi *«!tf-rs. 
Kmi*fi^&*fflJfert^^£-&3fca&K: N H®bfc cDNA©»r#\ *fctt^S&3g[S& 

#-T€.^m©rS'l4s feSV^^«^Lfe«l^•Sa^g^^fcf*«iJ^M±©)6S®aM©«i^« • 

i 

ftvimx, i§tf b fc RNAi 3tf5^ £ fe^T- S 3 {fc« r n — * — $^ b T V ^ $ © ^ 
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© (1) © (a) fcta*UW&iS#a&fcf6n*. 

l^As a *^«««^K:W#*r<S»3K<© cDNA ^ts^fcbcii, 0J*.fctx « 
1© (1) © (a) CfB«*n&cDNA(Z)»pjR^ftlif**»fcfe)n* 0 
£fcs SBH^^-fcffl^"^ ttl*li? ^ I' K GDP-7 3-X©MKi4t5iI 

a m^^mmmm\m^^mm<ommsmiz^^xwtm.vrc rnai »e?* N 

RNAiite^fix m&£fz&Wk&lM&%m^Z£\Z£bmmT%Zhft-Zg2>o RNAi 
3t15^©n>^ Y"?>7 h(i, [Nature, 391, 806 (1998); Proc. Natl. Acad. Sci. USA, 95. 
15502 (1998); Nature, 395, 854 (1998); Proc. Natl. Acad. Sci. USA, 96, 5049 (1999); 
Cell, 95, 1017 (1998); Proc. Natl. Acad. Sci. USA, 96, 1451 (1999); Proc. Natl. Acad. 
Sci. USA, 95, 13959 (1998); Nature Cell Biol., h. 70 (2000)] *<DfBftfcfi£oT»t|-'r 

*mM<Dm&m&mM,W%ftmt%tzMzm^%m^Mmfe, Nature Genet., 25, 35 
(2000)*Sfc:B»R© h =7 >^^JXD->^7-A^m\i\ mMfaffi* ? h* GDP-7 =r— *© 
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toiBjsg^bT^ i&mjiSs m&$bi& mourns®*, mmh-r^mm^m^^u 

i,x$zi&mmi*i*mm.?%jj&it int ( i ) 

*mi(D (5) 6*i*o ffi^bfel«^S6H^©»«ft«Bi&J§«fcb 

^x-2> o 

(2) ^©^^©F^^-vh^^-r^^^A-r*^ 
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£ 3 0 MMftm* 9 is^r?- K GDP- 7 n -*©-£•£&£ 38lJlt£: bTtts 
GMDn Fx & £> ft3 o N-^ y 3 K^t«il7c«© N-T-fe^l/^Vrr +J- 3. 

SSC^H&fc* b7cM^#ffi^^1-^^©«*'^^Wr * - hX, ©Sim© h* 

^mmm^cDQmcD^Lim^mmvr^m. (i33#a©Mx^--> N 135 

#gCD^;i/^^>^ 157#S©^trS/>s 161#e©US/» #»3fc«ffiK:Mfcttlt6&fi 
^W*£fc#Wfc;frK:£ftW3 [Structure, 8, 2 (2000)] o *T&;b"6x 3i#^^©t»^ 

^?^©'&£#fc:m^$*Bfc»*^ — # N GMD © 

m~r^^t.\zx o ntvh^f-f^^stsiii:^**. *jMfi5fc© gmd © f 

Ai*cBBi*«l* ! ff3ii:fc«J;t)s (HO MUSS*© GMD (IB^M^ 2 ) 155 # a 

©M/tf-=.> N 157#1©^;V# 3; y» N 179#B©*-n*» N 183#g©U ^^©TS. 

5 y^B^ : £^Abfc?t'lS^©ftM{*s Molecular Cloning, A Laboratory Manual, Second 
Edition, Cold Spring Harbor Laboratory Press, (1989 K Current Protocols in Molecular 
Biology, John Wiley & Sons, (1087-1897)«fclB«$tlfeWffiWSfl<I*a«X^fe^£fflV^*rfT 
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^^ESfBI"^)) Molecular Cloning, A Laboratory Manual, Second Edition, Cold 

Spring Harbor Laboratory Press, (1989K Current Protocols in Molecular Biology, John 
Wiley & Sons, (1987-1997 k Manipulating the Mouse Embryo A Laboratory Manual, Second 
Edition, Cold Spring Harbor Laboratory Press (iQM)^teid,M£tifcmte^ L MX(D-Jj&lz 

mmvtz vs.i-yhz-ffrj 7#me&(D±&. dna * inz. ut n smzm tt, mm& 
m dna mx-\ * fctt^s dna i&ms<>?9 -© rn ^— * -®t«e t#x*r * c t 

^W.mM7B^©N-^-fe^;i/^;i/n-9-^ >© 6ffiK73-7fl) a g^t^lil 

ft*, 

RimX\ g ft i: -t % K ^ ± > h * #5=- -f fib* 3 - h* -T 3 DNA £ij£^-e § 7*D 
*—*-4$*bWSfc0#M^e>ft-5o JlttKJfcfclU &jffi2 K:fBR©$B^**—j6*fc 
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(1) © (a) K:lEMR©*tfe3&s*fcfe>n*. 

&a£i© (5) ti8B«©*ac**a&^e,n*, ^bfe«i^seK^?©««M(Bi*jg«fcb 
xMmmtftzmtRtzji&tisXtes mx.it. M4t 5 tiem©^^ 

(3) *XK£*$gji&tt;M-«33ic 

mi^iau w*^^^^DfeKifM©^jia«^^tR-r-?)^^fflVN^c «fc 
mm^m? ? is*?; f m-y n-xa^izm-^-tzMmhivxte, ma.mz^ gmd n fx 

Zit&tfb tiz> 0 n-^ u 3 ^> H ^^M)»mil7c^^© N-^-fe^;i/^;i/3-y- ^ >© 6 <fe 

^jt^bfe^«M#^e>^ MJia©«m±©^e»©)»iia^^mai: lt^m©^ 
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tm *m&.ir %> if \f *> n % o 
m^mmmmmtisXte, mm^m^dnkizj^mm^m, ^.^^^tyu—A^y 

XiZ, 0J*«x mMmm<D%m HHM(§B**£) Bmmmm^m(im), Nature Genet. , 
24, 314, [Zm)m\zWm<Dl5^mf^^}lifiX^^ 0 

Mtem^?%wm<Dm&&mm-tzij&ii\sT^ mz.it, (i) © (a) tia« 
*«?i:uT^ «*«v «©i© (5) izmm<Djsmifi&ift>tiZo 

IftfcU TV^V^BNA/DNAfiEHS [AWtflM^Xi:^ b U— , 50, 322 (1992k 

it^, 46. 681 (1991 K Biotechnology.9, 358 (1992). Trends in Biotechnology, 10, 87 (1992 k 
Trends in Biotechnology, 10, 152 (1992k JMlfiX^, 16, 1463 (1997)]> b'J7;i/^\'J 
y**J£IRr [Trends in Biotechnology, 10, 132 (1992)] *££ffiv\ MX} + &&B¥<Dm 
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( 5 ) N-^ U =f 5> K«S-&*SfiS«75*S»© N-T-fe?-;i/*>n it 3: 6 ttt 7 3-* © 1 
Somatic Cell Mol. Genet., 12, 51 (1986)^i^^:lBii©^•^^•>&fflV^fei^r^SA«*i^e,i^-5o 

3-x<oitfL& a i(^bfe^s^a«lai*Bl8^t-*^^^>^?fen^iv^rn©^^^>•T?*Mv^ 

*£i:#Tf§3*^ -e©M#fi5^Ji:bT«> U>Xv^ 1/^^>LCA ( LensCulinaris 
©Lentil Agglutinin) x.>\r*7^*l/#?->?Sk ( Pisum sativum Fh3fc (73 Ps a Lectin)^ V 
7 x'^ l/^^>: VFA (Vicia faba,&3lS© Agglutinin^ b-f ^9"VU> ^ ^rU ^^-> AAL 
' . ( Aleuriaaurantia ffejfeCD Lectin^ 3|£;p&:f3CIi;#f#3o 

*#Wfc:fcj\ .l/zg/niL~lmg/mL©Mgf©±^©U^^->^tr^il!iT- 1 B~2$aHk £?£L 

0J© N-^ U 3 ^> K^MI^tg^!© N-T-fe^l/^;i/n U-.>0 6ttJ:73-7v0lttfa 
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2 . w^mBmamomt^ • 

i^IfifiMII^ Molecular Cloning, A Laboratory Manual, Second Edition, Cold. 
Spring Harbor Laboratory Press, (1989k Current Protocols in Molecular Biology, John 
Wiley & Sons, (1987-1997 k Antibodies, A Laboratory manual, Cold Spring Harbor 
Laboratory, (1988k Monoclonal Antibodies: principles and practice, Third Edition, Acad. 
Press, 1993s Antibody Engineering, A Practical Approach, IEL Press at Oxford University 
Press, 1996 *fclB«*ilfc*«cftflilV WT©«fc"5 tc»^BUB>t»T«IKH***C«t» 

^mmom-^m&m^cQ^s. cdna «hku »i6«a«»?*3- K-r-sasa^tr 
^ © dna if tf&wsw- & o 

»6«eK^?<Z) Fc N-^l> 3^> K^^Of^^t)^^^ -r&fc*. 

e> *m£Ml& t u -cm v > 3 c a % -e § 3 . 

cDNAtt N huIBI. © (1) © (a) »cIB*© cDNA Oli^Clit^, tbXIi^tbilH 
©WX««J:t)s mm^t^m^M^M^^'-YT^ cDNAK^Mft&rn-^ifcfc 

P®SW3£W^ btfflVA«»^tttx 383l^#-£: Its 0!liU£s YEP13 (ATCC37115X 
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YBp24 (ATCC37051X YCp50 (ATCC37419) «ft*fcf«dfc#T?**o 

i 

PGK T'n^— # — , GAP 7Dt-^-, ADH 7nt' — # — , gal l 7nt-^- ga l 10 7*D 
^ ^ n t— h^sy^^aM^D^E— # — ,'MFa:l /n^E-^- cUPirD^E— ^— ^ 

hUr3^^D>S^>a.y-^-^-fe^ k:JR f § $Sc£#k #1 £ SaccharomvcRB cerevisiae . 
Schi zosacc haromycespombe . Kluyveromyces lactis . Trichosporon pullulans . 
Schwanniomycesalluvius ggfr&t-f^ ^ > ttT* fzz>„ 

tft-egs xl/^bD7t?U-J/ 3 >^ [Methods. Enzymol . . 194. 182 (1990)], X 

7xn77XbS [Proc. Natl. Acad. Sci. U.S.A. 84, 1929 (1978)], D [J. 
Bacteriology,153, 163 (1983)], Proc. Natl. Acad. Sci. U.S.A. 15, 1929 (1978)] &d|B 

mmm^m^tLxm^^m^its mm^^—tvx, #i>u£, pcdnai, P cdms (? 

^^icfcDOTX PAGE107 3-22979 ; Cytotechnology, 3, 133, (1990)], pAS3-3 

2-227075], pCDM8 [Nature, 329, 840, (1987)], pcDNAI/Amp (Invitrogen*±), pREP4 
(Invitrogentfc), pAGE103 [J. Biochemistry, 101 , 1307 (1987)], pAGE210 m&lbtfZ d £ 

7D^-tbt(^ m^MU^xmLx%%%(Dx&ft^rn%m^z>^h-frx%, 

M%.\Zs >^*fn^^;i/^. (CMV) (D IE (immediate early) Mfe^oyu^— , SV40 

-h>>3 y^rn^— SRa /Dt-^^^Ct^^-S. thCMV© 
IEat^©^>/N>-y--^7 , n^-^-i:ft{3M^T i fe«fcVN„ 

?g£tti:LTfcJ:, tf0lJ§^5tT;i/;\- (Namalwa) «, ^VO^JJS^zfe § COS M 
flg, ^^^-_x • SS&Z*-®MMX&Z> CH0M, HBT5637 .(^HBg 63-299), ^ y h 
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mm^ # * -vrnxfite h lx m^mm^ dna %mx t: & is&x -rn & m v > 

ZZLttfXg, ffl%.l£, bn*l/- ^3>& [Cytotechnology, 3, 133 (1990)]. U 

>^*;i/->^A?S [#m* 2-227075]. U #7 ^ >> 3 [Proc. Natl. Acad. Sci. U.S.A. , 
84. 7413 (1987)]. -f l/V^Zis 3 ^^[Manipulating the Mouse Embryo A Laboratory Manual, 
Second Edition, Cold Spring Harbor Laboratory Press (1994)]. s^— y^j 

[#1*^ 2606856. 2517813]. DEAE-^* h =7 VU 

)l>^s<5> # — ^[Manipulating the Mouse Embryo A Laboratory Manual, Second Edition, Cold 
Spring Harbor Laboratory Press (1994)]^£&{:f £> £ b^Slio 

MMJJi^^^^bTfflV>^^-^-^{i. M%.1£ Current Protocols in Molecular Biology, 
John Wiley & Sons, (1987-1997). Baculovirus Expression Vectors, A Laboratory Manual , 
W. H. Freeman and Company, New York (1992). Bio/Technology, 6, 47 (1988")^^|B^^fl 

m^m^^xm^^n^mB^mx^^— m*.u, PVL1392. PVL1393. 

pBlueBacIII (h<b £ Invitorogen*±) m%$>tf%Z. £&X%Z> 0 

n*ca.ut"i ^Jllttts ^!^M*t^-r-5^'r;v^T?fe€) Autographa 

californica nuclear polyhedrosis virus ^r^W/^c: hf) s X §••?>• » 

JI&IBJ1&£ UTf*. Spodopter.afrugiperda©# : MJj& , t?&3 Sf9. Sf 21 [Current Protocols 
in Molecular Biology, John Wiley & Sons, (1987-1997). Baculovirus Expression Vectors, 
A Laboratory Manual, W. H. Freeman and Company, New York (1992)]. Trichoplusiani <D 
9flm«T*&<5High 5 (Invitrogen*±) m%m^Z>Z£lfiX% Z>* 

^o^mA^tvxit, m%M, vyMti^yvkte mm^f 2-227075). 

[Proc. Natl. Acad. Sci. U.S.A., 84, 7413 (1987)] m%&tf%Z£&X^Z> 0 
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<v MtLI£s tivy^y— w-f z&'fn/x (caMV) © 35s 7Dt- -r^^^^vi 

7^07^ A (Agrobacterium) [#g§Bg 59-140885, #HBg 
60-70080, W094/00977] N 3^1/^ h D^b— >a >fe [#HBg 60-251887], t^-C Z > 
£ffiV^;£& [B^Mf 1^ 2606856, B^tfFlii 2517813] m*$>tf%z.tiPx 

ife-a-Sfigite^C^^tbT^ ifflRfm^fcx Molecular Cloning, A Laboratory 
Manual, Second- Edition, Cold Spring Harbor Laboratory Press, (1989)t|3^^ti"CV\i> 

zhtfix%%o 
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mmmthxit, T>=E-Ts mbTy^-^^ «i7>t-w, bi^^-^a, 

ij >^T>^-«>A^©^W-fe b < ii*«©T> ; E^^ A^ N ^©ffe©^MblM£k 
ft^tHls 03:^;^ S£S^yU □->Xf-7iJj]-, 3}m>to7k$-fflV!). 

iiiitbttt v>mm-t>vv&, u>^^*u^As u>^v^^>r>A. a 

~40 o C#cfc<s ^»B#P^fis ?1S16B$^~7 HmX'&Zo *g**©pHfcfc3~9 \Z&$f-?Z>o 

bT$ 

zmmirztgwk, &mtemKxj>T^-y--*mMizmu\sX ! b&^o mtut.'iM y 

2> RPMI1640igi& [The Journal of the 'American Medical Association, 199. 519 (1967)] N 
Eagle 0 MEMi^ife [Science, 122, 501 (1952)] s y u MEM igiffe [Virology, 8, 396 

(1959)] N 199igife [Proceeding of the Society for the Biological Medicine, 73, 1 (1950)]. 
Whitten^Jfe[^x^m^-o.T;i/-h^>^^3iziy^ • vi>^of^t)^ (Sti&*±) 0* 

Tt-fes (1987) }^tz\±^n^m^^%Mmm^mm^tzmmm^m^^^hifix%^o 

igmZs MfrpH6~8s 30~40°C N 5%C0 2 #ffiT^©^ffTT* 1~7 HF^Tdo 
<J;v^o 
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%> TNM-FH i&ift (Pharmingen*±X Sf-900 II SFMigiife (Life Technologies *±) N ExCelHOO. 
ExCell405 (^-fti^ JRH Biosciences *±) N Grace's Insect Medium [Nature, 195, 788 (1962)] 

m%m^z>zttfx%z> 0 

mmmm^m^t^xm^titzmmmmm^ mmtLx, ^tzwm^omu^^^ 
fcmtxmmirzzh&xgZo mmmm^mmir^mmtLx^ -mzmmztix 

^^k^i/V • T> F • XZ-?(MS)mMs ft? J M White )igttu tfeiiuti^^Jfett- 
lg#»s ®mpH5~9, 20~40°C^^T-e 3~60 H^fr^o . 

«x aMMueu a*i»iis»s^tt*«jjHijia**©^KiE«i<*:%; ato^sttot^ 

ttM£ft3t^03E9bNc£b'C&t Wg?B8&£lfttCx Molecular Cloning, A Laboratory 
Manual, Second Edition, Cold Spring Harbor Laboratory Press, ,(1989)^fB4S$ tlX^ Z> 

[J. Biol. Chem., 264, 17619 (1989)]. ut>t><D^m [Proc. Natl . Acad. Sci. U.S.A., 
86, 8227 (1989) ; Genes Develop. , 4, 1288(1990)]. iifctt^sp 05-336963.#H§¥ 06-823021 
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£fzs ^Pi¥ 2-227075 fctB«£nTV^#&fc:^l^ 5>fc Fn^il^^fe^^ 

(DEAE) -t77D^ v DIAIONHPA-75 (=i«b^ «*) §g) ^l/^>*fflV>fe^ ^->^ 
I^oyF^77^-S, S-Sepharose FF (Pharmacia ft) ^©P^>£ffl^fcR&'f 

Tktt^D^h^v^^-^ 77^T^-7DYh^77^ 
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( i ) m&Wr&mmmm^z-cDMm 

t hin;#©H$i© igGi -y-^^^© cm (JiTF, hCri tmmTZ) htftflc©LjB 

•C&SSEK'***— # s m^*lSo^;t«,pAGE107[Cytotechnology, 1, 133 (1990)3, pAGE103 
[J. Biochem., 101, 1307 (1987)], pHSG274 [Gene, 27_, 223 (1984)]. pKCR [Proc. Natl. 
Acad. Sci. U.S.A., 78, 1527 (1981)], pSGl/?d2-4 [Cytotechnology, 4, 173 (1990)] m 

w&tfzti&o Wiynw&m&M^z # — izm^&yti^— h^>;\>it— t u-m, sv4o 

®S17D=E-^-i:i>;\>^ [J. Biochem. ,101. 1307 (1987)], ^ED^— v^GJDfo. 
m^-f )1<X<D LTR [Biochem. Biophys. Res. Commun., 149, 960 (1987)], M^D7U>H 
1070^- [Cell, 41, 479 (1985)] [Cell, 33, 717 (1983)] 

©*is$©£fs£x «j#j«^©#a©^£, itiifirttci^ies© hiis 

£##£1^ [J. Immunol. Methods, 167, 271 (1994)] G ^VrAiCi^IfiSM^^ 
# — ^bTfcfc, PKANTEX93 [Mol. Immunol., 37, 1035 (2000)], pEE18[Hybridoma, 17, 559 
(1998)]*if*«&^6n*- 

mm u & st^s 6 nsgga^ * # #$sna© 8teg e st© i&mjss^ ©flssifcugji 
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(2) cDNA©Etf# 

g^ttias^a- F-r & cdna fcmr© £ a iz \,xmmr % ztw%2> 0 

frt>t&&Vfzimk%mM£^Xm\ cDNA^l^-r&o 1^b£:cDNA£7:F— ^nfci^r 
7X5 h*^©^#-K:#AbT: cDNA v-Y^U-£f1sSShr3o K^-f 7^ U — «fc 
©v^^^O CH^VNfi Vfl^^rr— h-T^, DNA ^/D-^t btfflVV VH — 
3 cDNA S;*"r<5ffitftit7T— ^VNttjffljftitr^^ 5 F&t>*VL K"T3 cDNA -5 

7575 K±© g V VXffifo® VH «fc VL <D±mgffiW&&%. U ig£gB?!l <fc D VH 4o 

DffflHrS/^'ASs [Methods in Enzymol., 154, 3 (1987)]> RNA fr£ mRNA £ll»r 

S^SfefcbTtix ^-Urf(dT)@^Yb-fe;i/D— x^^A^S [Molecular Cloning: A Laboratory 
Manual, Cold Spring Harbor Lab. Press New York, 1989] bti&o ££x J\4'? 

V h*-VifflJ3a^^mRNA^i@M-ri)^>y r-hbtfi. Fast Track mRNA Isolation Kit 
(Invitrogen*±HD. Quick Prep mRNA Purification Kit (Pharmacia $fcM) ^^fetf^ti&o 

cDNA (D&J&RTf cdM^jy? U — f£*USi: bT(i. ^[Molecular Cloning: ALaboratory 
Manual, Cold Spring Harbor Lab. Press New York, 1989 ; Current Protocols in 
MolecularBiology, Supplement 1-34]. ^ttrffBS©^ >y K m?L&s Super Script™ Plasmid 
System for cDNA Synthesis and Plasmid Cloning (GIBCO BRL*±S0 ZAP-cDNA Synthesis 
Kit (Stratagene %M) btlZo 

cDNA 7 -f "7^7 D — ©fm<Z>«U >W K-^«US*&aa b£ mRNA ^^Mi: bT^b 
ft cDNA &jfl#&tf ^ — «s ft cDNA £M#&#> 3 ^ * # — T? &*lfc*V> 6 & © 1? $ ffl 
^3C£#T"^3o 0S*.J£x ZAP Express [Strategies, 5, 58 (1992)], pBluescript II SK('+) 



62 



WO 2005/035586 



PCT/JP2004/015325 



[Nucleic Acids Research, 17, 9494 (1989)]. AZAP II (Stratagene ^fcHO. AgtlO. Agtll 
[DNA Cloning: A Practical Approach, I, 49 (1985)]. Lambda BlueMid (Clontech *±M). 

AExCell. pT7T318U (Pharmacia *±S0. pcD2 [Mol. Cell; Biol., 3, 280 (1983)] &t>*pUC18 
[Gene, 33. 103 (1985)] ^Ofim^btlZo 
77-y*^tt777 5 K'***— fc«fc DflKgSil* cDNA 7^ 7*^ U-*iXt«*ll« 

£ cDNA 7 W 7^ U -SiAs SERXtfliEpT? § 3 & 0-CftjlliV>^« * ©T* 

V^Ck^Tf^^.fflAttx^McttfcbrttxXLl-BlueMRF'CStrategles.fi, 81 (1992)]. 

C600 [Genetics, 39. 440 (1954)]. Y1088. Y1090 [Science, 222, 778 (1983)]. NM522 [J. 

Mol. Biol., 166, 1 (1983)]. K802 [J. Mol. Biol., 16, 118 (1966)] Sr>*JM105 [Gene, 

38. 275 (1985)] m&m^btlZo 
cDNA^W 7*7 U— *6©gli9©|g^ttsaa43- Yt%> cDNA^D— >*ajR"T«^acJ: 

Hf— >3>ft«v>t47"^— ^7 -^\>f ^U^-fHf— >a>^ [Molecular Cloning: A Laboratory 
Manual, ColdSpring Harbor Lab. Press NewYork, 1989] \z.& b M&IT % Zi g & 0 £ 
fc. ^-fv-^igU cDNAl^ficDNA^^U — StlMitbT. PCR [Molecular 
Cloning: A Laboratory Manual, Cold Spring Harbor Lab. Press New York,. 1989 ; Current' 
Protocols in Molecular Biology, Supplement 1-34] fc: J: D BWo^HSfil^n- 
i> cDNA felMM'T Sut'fetl^o 
±IB*acfc«kt)31^ixfecDNA* N *S«c»JRB#**ifTJ«I*f«x pBluescript SK(-) 
(Stratagene *±SO mcoy^^K h*^^n~ri>^u &Sffi^£>;ft£&»IB3aj^;£8:. 

(Sanger) 6»© ^5***54* [Proc. Natl. Acad. Sci.,U.S.A., 14, 5463 
(1977)] SfOKJSfe&frVv ^»IE?ygIfr##r$m. 0!*.«s ABI PRISM377 DNA >>— ^>-tf- 
- (Applied Biosystems ttfil) "%©JiaEiB?0#tfr^**ffil^T#*rr* 'C fcfc<fc DM cDNA © 

7'^y^iB^J* s ^DT*^^^tfi. [Sequences of Proteins of 

Immunological Interest, US Dept. Health and Human Services, 1991] ^^JlLTKW^ 
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§«©-&^DNA^^U ^ft££MV^PCR&£=fT-5 DNA £ h&X % 

DNA U ^Ht^ffl^T PCR^^ff dil^^ct D DNA h#T'£3o 

(Genbanks Swiss Prott) tS^t4iei©±7^ ^MSB^J [Sequences of Proteins of 
Immunologicallnterest, US Dept. Health and Human Services, 1991] hikk&T&Z. 

Ds mm v tz cdna # g stj h 6K©^fi£iir A,*? v > 3 ^ £«tfgit-3 ^ ^ § 

-So 

(4) iMfiS^n- K-T3cDNA©#t^ 

i^iss^^- cdna^ wT^iacitw^^t^t^o *-r> mm-r 
%M&m&w<Dmmz®i-ox, 7K;m-&mm%mmTz>o mmvrzT^jmmm^ n 

>*>JMr-^£#Jt£A*vrx DNASB^J^«-T^o ^&bfc DNA IB^J^a^^s 100 i&Mm 
DNA 1H3?"J ^^-r 3 Z h ifiX g 3 o 

m-^s&Mom^^x-ox, ^saM^^-h'-r^, cDNA©^^±f3©^-e#j5gu m 
*mmx g i. o ^ fe, je-^tts a « f c m t #jg*g b cdna ^±ib©^^-t^ 

(5) S!-^®e»^-<^^-©^ 

«2© (i) izmM<Dm&m&n$$mm^?*~- com vw^<D^m^— K-r^stis^ 

©±^t N *^2© (4) T-^bfeM^-SaH^n-H-ri, cDNA^#AU i^s^s^ 
^^^-S^-r^CJi>6^^^ 0 «2© (4) T'M^®6Sf£#ii§?-3|5gtfc 

ffl^^^DNA©-5*>s ^tffig-r^^DNA© 5'*mzmi%tefflm&m<DmMmi}*M 

XlTZZtXs #M2(D (1) izmmcD b. Mb^#3&giffl^*~©b hirCl*© CH^t>*CL 
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(6) m^m&mo^^m 

■$m2(D (4) (5) izmmom&m&mmm^p *-*Mmtm®mMizmA^ 

^¥ 2-257891; Cytotechnology , 3 ,133 (1990)] m#&&P>tl$o 

Mti&Hz^ ve^^n— ^MMX&Z moMtifa, SP2/0 i^fflJia^ ^-W — — X;nAX^- 
9P£fflll& CHO/dhf rHfflJfik CH0/DG44« S 9 y h ^ x.U— ^MM YB2/0 « N IR983F tt, 

is y r >^ a * * -fift*t & * bhk MB, tb>x n -^mmx %>%i-^)w imm* if 
fcf e. n.* **x » * u < ^-\"f — — xj\&x& —mmmmx & % cho/dg44 mm. ? * 

2-257891 \^m^tlX^^mzm\ G418 ffiMM (WTs G418 h&g&r* ; SIGMA ftM) 

RPMI1640 ** (B*|»mfi) x GITJgifil (02WSaittSi)x EX-CELL302 Jgife (JRH«bKX IMDM 
mm (GIBCO BRL#»X Hybridoma-SFM««b (G.IBCO BRL*±®J) S *fe«cn6«F*BlK:^J§&Jl 
M (WTs. fcs i:«f3t-i)) ^©#a»^^jjnbfeJgiife^^fflVA^cii:^ T .§^ o we> 

TftS. ^*±^*©Bft^S6«0)^^^^^!g^Stti*^^^Jfi;#:^ [&Ts EL ISA 
^t^lB'f'S ; Antibodies: A Laboratory Manual , Cold Spring Harbor Laboratory, Chapter 
14 (1998X Monoclonal Antibodies: Principles and Practice, Academic Press Limited 
(1996)] «fc<fcD«£-CSa. 2-257891 £0855*3 *IT^*#» 
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[Antibodies: A Laboratory Manual, Cold Spring Harbor Laboratory, Chapter 8 (1988 ) N 
Monoclonal Antibodies: Principles and Practice, Academic Press Limited (1996)] 0 £ 

t^t^So mm ifcth fam&m e n ©^a&s sds ^14* y t ? u ;vt ^ k ^vm^ 

ift [J^T> SDS-PAGE i:^BB-r^ ; Nature, 227, 680 (1970)] *?t>^7,$ y?u y=r4 
[Antibodies: A Laboratory Manual, Cold Spring Harbor Laboratory, Chapter 12 (1988 h 
Monoclonal Antibodies: Principles and Practice, Academic Press Limited (1996)] %fX- 

3*m l feui^rs a jcMfe©^ s Ss trcM t ©se^stt* -s v > & adcc sttt &$i/£-r s 

fcbTl± N Antibodies: A Laboratory Manual, Cold Spring Harbor Laboratory, Chapter 12 
(1988k Monoclonal Antibodies: Principles and Practice, Academic Press Limited (1996) 

mffiffl&mmmkteMi-Zffi'&mmZ. ELISA^&tm^fi#3£[Cancer Immunol . Immunother. , 
36, 373 (1993)] truM^'l4^#««^^-rS«««rS'tt{is CDC*g 

tt„ ADCC m&m*mfe?Z> Z. iltzk D \ WtftSCi:i) s t § 3 [Cancer Immunol .' Immunother. , 
36, 373 (1993)]. 

ADCCrS'l^tts NKjfjfc tS-tpm. ^077- Vf£}f(D^7^P*— «©?54$<fb© 

«g^*fet««A&tlt^Ds*T?% NK«^^^^i!l^^febTV^S [Blood, 76, 2421 
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(1990k Trends in Immunol., 22, 633- (2001). Int. Rev. Immunol,, 20, 503 (2001 )]„ 
MMM±izmmi,T^% FcrR&FcrRIIIaT'&tU Hot, ifi#©ADCCrS44tt Fey Ilia 

izMtzm^omzhmMTzox, m&m&»Mj&M(D?c7nuizMi-%m& i &frt>, 

lztt-fZ1£'&&%m%.T%ftm±s ELISA^s [Antibodies: A Laboratory Manual, ColdSpring 
Harbor Laboratory, Chapter 14 (1998k Monoclonal Antibodies: Principles and Practice, 
Academic Press Limited, 1996] izMMcDfi&XWMT 2> £.&X £ 2> 0 
m&mz^ ELISA /Iz-btl^bLfe Fey Ilia ti^ISlMli^^ts 

Fcriiia^-a-ufeiii-a-seMMtJ^^a-r-s^^s elisa 7°\s— h tzm&it Ista&m 
m<D&a\zw^&xmimfim&m&2 ^ m^x#mm<D&>mizm& vtzm&m & mm 
^titafttfe fc r ma ^ta-r& z t iz & d m&m&mmmo Fcr uia izm 

Fey Ilia fat. ±33 1 Mlzj&M<DJ5&lz J; D t h^Mift cDNA £iptf#U MmtzmM 

mffitir%£(D^&*m^xftozttfx%z><> 
( i ) 4«i • 75 

i^Wtbt, Dionex^l:M^»ila^W^B^«v^^^^^e ) tt^o BioLCf* 
. HPAEC-PAD (high performance ani on-exchange chromatography-pulsed amperometric 
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detection) & [J.Liq.Chromatogr. ,6, 1577 (1983)] icfcotttfffljsfe^^ft* ^^IjttfftS, 

&&©£& [Agric.Biol.Chem., 55(1) , 283 (1991)] tefcvXfflXbk&m\stcMl&& 
2-7 * J bEU ^Mb^il^^Wb U HPLC #W bT£l6gi££3f £B-T -5 C £#T- £ 5, 
(2) «Nftft»B#r 

i&^-s a mfr^ommvmmmmt, 2 y r&CAnai. Biocnem. , m, 73 (isssk 

U 2-7^^'J^> (WT. PAiiB&gB-rS) (ZJ:««HH<Dabte«K [J. Biocnem., 95, 197 

(1984)] zn-otzfes >f)i'zmiz£bmm*ms}<DPkibMmi&ifhfrMv, mmtu^ytr 

£ft£>©^JH£fci:^ 2^7c«v^r±t7'n y h U tt«U* * > K (TaKaRa *fcS). 
Xffi [Anal. Biochem., JJl, 73 (1988)] £<DX#y h(Ditm& t>M^#f3££#brr3 CI £: 

$ e. K**Mft© MALDI-TOF-MS &*f©fa#*f£fxW 2 WiVy^CJ; Di£j££*l 
S#*&&«R-r 5 C &X ts„ 

5. m^«a^^©«sm^i5i^wj-f **ttgfcW3fe«*ts 
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[Monoclonal Antibodies: Principles and Applications, Wiley-Liss, Inc., (1995); M 

M(D?7X-X# RIA (Radioimmunoassay)^ VIA (ViroimmunoassayK EIA 

(EnzymoimmunoassayK PIA (FluoroimmuiioassayK MIA (Metalloimmunoassay) ZzifcD&yg. 

a m ®m&fo<D a £ sue* * . 
■«sk^©^*»*^^ wga (t. 

vulgaris fcfc© wheat-germ agglutininK ConA (C. ensiformis fi^fc© concanavalin AK 
RIC (R. communis &3fc©SStK L-PHA (P, vulgaris fi^fc© leukoagglutininK LCA (L. 
culinaris ft5|5© lentil agglutinin)^ PSA (P. sativum fi^fc© Pea lectinK AAL (Aleuria 
aurantia LectinK ACL (Amaranthus caudatus LectinK BPL (Bauhinia purpurea LectinK 
DSL (Datura stramonium LectinK DBA (Dolichos biflorus Agglutinin)^ EBL (Elderberry 
Balk LectinK ECL (Erythrina cristagalli LectinK EEL (Euonymus europaeus LectinK 
GNL (Galanthus nivalis LectinK GSL (Griffonia simplicifolia LectinK HPA (Helix pomatia 
AgglutininK HHL (Hippeastrum Hybrid LectinK Jacalin^ LTL (Lotus tetragonolobus LectinK 
LEL (Lycopersicon esculentum LectinK MAL (Maackia amurensis LectinK MPL (Maclura 
pomifera LectinK NPL (Narcissus pseudonarcissus 'LectinK PNA (Peanut AgglutininK 
E-PHA (Phaseolus vulgaris ErythroagglutininK PTL (Psophocarpus tetragonolobus LectinK 
RCA (Ricinus communis Agglutinin^ STL (Solanum tuberosum Lectin) s SJA (Sophora japonica 
AgglutininK SBA (Soybean AgglutininK UEA (Ulex europaeus AgglutininK VVL (Vicia 
villosa LectinK WFA (Wisteria floribunda Agglutinin)a*&fcf £>fri5o 

^mmm^mmmmMT^\y^^y^m^^^ttm^ b <. ^(ommtzmb bra* 

\yyX^^U^^>LCk (Lens Culinaris S^fc© Lentil Agglutinin) x.> Kr>v^ Is&f-y. 
PSA(Pisum sativum S^fc© Pea LectinK V^v^ U&^y VPA(Vi cia f aba S^fe© AgglutininK 
t-fn^y>^b^>AAL (Aleuria aurantia a3fc© Lectin) £ C h ifiH g? 3 0 
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6. *mi®m&m&nmmiQ>mm 

*mm<Dm&m&%.mmmtn^ adcc tsi4^*-r 3o adcc m^mT^m^m^m 
m^Mm- v >/w. WTtttt'j >rtmftz<D •tmm^mm, mm&skmteif(D&Mm, 

Churg-Strauss * D->^Mfe*;8§3fc& £©Sfctet£»j&a>&: J? ©&j^fe£«#£Z 

^K:CD45R0BW4*^-r«ttftiT«Ma*mU JrtMti^« (APC) «k DtftS©««*gW9t 

is^*j:im iftM^s jtofottj&g&jsk jCMm^MRafex ime^ jw^sk 
w&yomm%&5mm}ii,x^ uHn^^ct b Tim^^ ^ n (htlv-ix it 

iiS&srr* saw ±$i©Ms #fcffii&£iiL aB*«E«U»x rwi/^f— fc£©& 
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mm^mm k mm? %>WM*mm-?z> tm. g B&^Jt k mm r %> mm & mm? & 

M*gfMI^£fgi$?-&$ri;l*£: btf^ Jn;GD2jn;# [Anticancer Res. , 13, 331 (1993)], 
£tGD3in;#: [Cancer Immunol . Immunother. , 36, 260 (1993)], #i(M2tn,fo [Cancer Res. , 54. 
1511 (1994)]. tfmmmfo [Proc. Natl. Acad. Sci. USA, 89. 4285 (1992)], |rCCD52in; 

[Nature, 331, 323 (1988)], irCMAGEjrCft; [British J. Cancer, 83, 493 (2000)], ifiHMl.24 
info [Molecular Immunol., 36, 387 (1999)], ffiWlfFWfcfr"E>m&m% (PTHrP) irCft: 

[Cancer, 88, 2909 (2000)], trEFGF8 Intffc [Proc. Natl. Acad. Sci. USA, 86, 9911 (1989)], 

mmmmmwmmmmm^im, mms^n^tni^ [j. bioi. chem., 265,16455-16463 
(mon.m&m&mm&MMMMm^&mfo&fc&Lj u >mmmm^tn,^.u. Neurosci. 

Res., 40, 647 (1995)], ifi-f U >^iimE^^£lrC#: [J. Neurosci. Res., 40, 647 
(1995)], #CPMSAJn;#:[J. Urology, 160, 2396 (1998)], tfilhmfttiiMffiMm.m^ffifa [Cancer 
Res., 57, 4593 (1997)] &rztemmft}&MMMMmT&®msifo [Oncogene, 19, 2138 
(2000)] tzW&tf^Mo 

^[Immunol. Rev., 127, 5 (1992)],^ — 3r> 6 g^irtfl: [Molecular Immunol., 
31, 371 (1994)], ffij>#— uj*y 5Jaf# [Immunol. Rev., 127, 5 (1992)], 

mj>S> — Uj*yimk [Cytokine, 3, 562 (1991)], trC-T > 
#—Uj*>l&mmm- [J. Immunol. Meth., 211, 41 (1998)], JrCM^^E^trCft: 
[Hybridoraa, 13, 183 (1994)], ffiMmWEm^&&fatiifo [Molecular Pharmacol . , 58, 237 
(2000)], }/C CCR4 Jntffc [Nature, 400, 776-780, 1999), tntfr-t*^ >£rC#: [J. Immunol. Meth., 
174, 249 (1994)] >&®im,fo [J. Exp. Med., 186, 1373 (1997)] & 

^^M^H^-T^^M^Mt-^iH^i: LT&,*jiGpIIb/IIIatfif#[J. Immunol. , 152, 
2968 (1994)], ^/J^ft^^BH^fcxft: [Science, 253, 1129 (1991)], ffiM'hm&im 
mm^&'&mhfo [J. Biol. Chem., 272, 17400 (1997)] ^fe(*irQlfiiy^@STO#: 
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[Circulation, 101, 1158 (2000)] teifft&tfbn&o 

&&&&1&&i£M&T%>tnM%mm?%>m!f>£ Itlt JrCgB DNAJntffc [Immunol. Letters, 
72, 61 (2000)] ZtlZo 

v-ovx&z^ temmmm t *r * tn^ * mm-r % t u x m gpi 2 0 jrc-ft 

[Structure, 8, 385 (2000)]. in;CD4|n;#: [J. Rheumatology, 25, 2065 (1998)]. fex CCR5 
tftftSfetttt^DSSHtftft [J. Clin. Microbiol., ^7,. 396 (1999)] & £*#&f:f £>ft3<, 

JtlBtrC#:{*. ATCC (The American Type Culture Collection). SfbWSfcWifflJ&WSBffifTN 
X^«^^xaSEWB*8m^<Z)^^^milx »*V^tt^B*«a6Hc^tts R&D SYSTEMS 
$fc. PharMingen*±. n^^W^tt. 7fn ^^OSfflM^lt*?) 

@BM«E T'Wi/*— ^^©^^n^pija-rf J^ttgGII©Fc lifers 

fiR<Z)JW*03i:bTf±s sTNFRII © Fc W&W&WX%>%> etanercept (USP5605690) S ffimm. 
mMB±lZ&mVT^% LFA-3©Fc»£a6Jg-e&* alef acept (USP5914111). Cytotoxic T 
Lymphocyte-associated antigen-4(CTLA-4) © Fc M&W&'MIJ. Exp. Med. , 181,1869 (1995)]. 

>^-D^^>-15©Fci6^-®aM [J. Immunol. , 160, 5742 (1998)]. 77^^- VII 
© FcM-a-iteft [Proc. Natl. Acad. Sci. USA; 98, 12180 (2001)]. -i — D-f 10 
©FcMr&SBH [J. Immunol., 154, 5590 (1995)]. J — u4 2 © Fc Hk-&5BH 
[J. Immunol., 146, 915 (1991)]. CD40 © Fc ik^lgjg [Surgery. 132, 149 (2002)]. Fit 
-3(fms-like tyrosine kinase)© Fc ife'&ScGSf [Acta. Haemato., 95, 218 (1996)] 43<fc 

OX40©FclBte«&JR [J. Leu. Biol., 72, 522 (2002)] ft 5 0 £ft£©ffe 

fcfc. #®thCD^[CD2. CD30 (TNFRSF8). CD95 (Fas). CD106(VCAM-1). CD137]^S?ST 
^^[ALCAMt Activated leukocyte cell adhesion molecule). Cadherins. ICAM (Intercellular 
adhesion molecule) -1. ICAM-2. ICAM-3]. h ^ >^§ffc(feTF. §£^M$£: R t^f3^~ 
5) (IL-4R. IL-5R. IL-6R. IL-9R. IL-10R. IL-12R. IL-13Ral. IL-13Ra2. IL-15R. IL-21R). 
>r^:fc-f>. MMttM^Pi-frfi-^M-EU DE6(Death receptor 6). PD-1 (Programmed 
. death-1). TRAIL Rl]. »J2^f [B7-1. B7-2. B7-H2. IC0S( Inducible costimulator)]. 
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mmm^ (ErbB2 s ErbB3, ErbB4 N HGFR) &%WZjMhMmm¥ (B7-H3). rStt-fbH^ (NKG2D) S 

is-yi-MKMfr? (gpi3o) &£zpmm&m&m(D^fo^vtf>F£ffifo¥cmM}i<Dffli'eii- 

□Mft. m,mfts WMft. j^Ts ffimfr&£vt&mftm(D$mu&^z&tfz>z£&x%, • 
twtint mm#k tty-^^nu mm. m^m, >>ny7^ mm, &m 

#&f:f£>tl3o 

ns. Fettle Hffl^«*«*^^T*«gs6«u ztuzmfci- h v & &&jn 
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urn t u xmfo&) tarn ^ y * u >^##i^ iF C m&m a scm^ «k v» 
v * mommmm x oii^ & # v > tcmmmmmm # * # & n * „ ' 

CDCtS^ ADCCSttx ifmm^m^ $M [Cancer Immunology Immunotherapy, 36. 373 
(1993); Cancer Research, 54, 1511 (1994)] mmmcDfimzifc^Xfro Zh&Xg % 0 

mwcpffiMtemm 

mimt, 777^ KpKOFUT8Neo©jlJE«XS*^b/iBI*e*-5o 
. m 2 CH0/DG44 «© FUT8 M&m&Z- £ 1 3 If— bfc^yy^T^h^D-V 

V>^7-> h^D-> 50-10-104 %>&XIW&X$>Z> CH0/DG44 «I]|&©$V AlJif >T?i*„ 
SS3Blfciu CH0/DG44 ffljg© FUT8 WMlfe?«bfe^^l/y y ZTt? h ^D-> 

wK7O4©yyA-9-tf>^f^&^bfe0T-^§o mmmm^m^-orzm^m^ 

% 4 BlttN CH0/DG44 TO© FUT8 W^i^te^ *ijfc« bfc^^l/y v27t>YZu — > £ t> 

MMm^Mi^^m^vrc^x3^yo^yAv-^>mmmm^i,fcmx^>^ 0 i/->«& 

4-5-C3 N vZ~7t> r-^D— >WK704^ ^ ^ y ^£ h ^D — > 50-10-104 :fe<fc^$i 

ttTJfc* CH0/DG44^U}S©^ A-9"tf>T*^-5o 
£5 Sifts KpBSIISK(-)/CC49VH^bfcElTf**o 
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£6EIJ±n 7*7^^ l*pBSIISK(-')/CC49VL&^bfcia'e»4o 
m7Mts h* pKANTEX93/CC49scFv-Fc ^^bfeiat-^^o 

$&8E!fcJu scFv-Fc(-) iS^tflfi; TAG-72 scFv-Fc(+)(Z)a7cJR«*5 iU* 

>>-7 'J'J7>b (CBB) T-ff o feo 

SSQBIttx *WftTAQ-72 scFv-Fc © Jurkat IMc^iT^ mMiii&kKitSft 

*5%bfcBn?*s. ftitiM^, iR«rfc:jj!oiie»c* j en-?n^f - a «tfc tag-72' 

scFv-Fc(+)sB tefcx TAG-72 scFv-Fc(-).C temm$M-£&2> KM8404 -e©^^^tl^H^1~o 

lmmmtisis 2i,±mtmm.soue/mL 3&^«S2// g /miT*©^jii£^*i^*i^-ro 

BIO mit, &&Sn TAG-72 scFv-Fc ©fcyiT*&3 TAG-72 lZtt?%, ELISA^lz:*5»^5jg^ 

frl-etl^-To^&io .TAG-72 scFv-Fc(-).O^trC TAG-72 scfv-Fc(+k A#^^*tJ!re&3 KM8404 

m 1 1 ISI&n #ajrt TAG-72 scFv-Fc ©Jrd^ TAG-72 ^#^T^© shFcyRIHa tc^f-r^fg 

■^n^n^-To •Rift TAG-72 scFv-Fc(-), Ottfix TAG-72 scFv-Fc(+) ^ijveft^o A & 
shFcrRIHa(F) s B shFcrRIIIa(V)^©igJ|l£^;ri^ft^?-o 
SSI 2^f£ N #@#t TAG-72 scFv-Fc ©JfClC TAG-72 #STT*© shFcrRIIIa fcfcrr^J&g- 

-tomZtfi TAG-72 8cFv-Fc(-)xOtttftTAG-72scFv-Fc(+)**n-e'n5%-roAttshFcrEIIIa(F). 
B«shFcrRIHa(V)t'©i^m^^n^tt^-ro 
If 1 3 H«U ^-StfC TAG-72 scFv-Fc © Jurkat tt*5ckt>* Raji MMfctt'?* ADCC 

^bfeH-e**. ^nft^^>7*;i/^^, mmfc&y-yyfrWkmzjstfz adcc *s4$ (%) & 

*Mtltto scFv-Fc(-)s Of*** TAG-72 scFv-Fc(+)^^tl^tl^-To Att 

Jurkat B & Raj i mf&-£ tiffin ^Mtimir 0 
m 1 4ifc 7*^* ^ K pNUTS OMlS^bfeaT^-Sc 
Sgl 5HfciU r^^^ KpNUTS/scFvM-Fc©^xe£^Lfc0T«&3o 
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. mi 6m&, nsb^i scfv © fc m&msn(DMnKM&&wm7nvtmiz$i&2> 
sds-page ommmm^—y^Trs^m^^o m&m<Dm^±, ^- 7 s > ^ 1J1J7>h 

r;i/-(CBB)t*fT^feoP-> 1 TAG-72 scFv-Fc(-)£, > 2 &s#C TAG-72 scFv-Fc(+) 
l/->3&, JrEMUCl scFv-Fc(-)£ x ls—y 4 f± N tftMUCl scFv-Fc(+)£ N P — > 5 f£ N 
JrC MUC1 St TAG72 scFvM-scFvT-Fc V—> 6 fct, la TAG-72 JrC MUC1 scFvM-scFvT-Fc(+) 
£ s 7 fciu jfi TAG-72 trt MUC1 scFvT-scFvM-Fc(-)£ N lx — > 8 « N trt MUC1 fcx TAG-72 

scFvT-scFvM-Fc (+) ^^-tl-etl^-ro 
fgl 7Httx' #«nMUCl scFv-FcCDT47D«^fe(iRaji«^Mt--S> m^lfafc&kl&fr 

MIZ^ Bm&jimm^M't^m^^il^tlmTo lmOjug/mlOWmCl scFv-Fc(-h 2{±50 
Ag/mlOjrCMUCl scFv-Fc(+K 3«scFv-Fc«»n-?rCD^S^tl^n^-ro 
Ml 8m&s ^ajrCMUCl scFv-FcCDin;M-??a&^MUCHC^-r^s ELISA^t*5»^^tS^^ 

•(iWJCl scFv-Fc(-)£\ O&JriMUCl scFvM-Fc(+)£^*i,^*i^?- 0 Af£MUCl£ s BttPi<|£*f 

mi9mi*. ^mmmCl scFv-Fc©^MUCl^#^ETT«cDshFcrRIIIa^^-r^^^^ 

• inMUCl scFv-Fc(-K Ottx InMUCl scFv-Fc(+)£^ft^;ft,7jVf » Aii N shFcr RIIIa(V) 
T-© N Bti N shFcrRIIIa'(F)T!©^^^tl^tl^-ro 
i2 0|lt «JrCMUCl scFv-Fc©^MUCl#4SbTT?©shFcrRIIIa(V)^M-r§^S^ 

To fcxMUCl scFv-Fc(-K Ofis JnMUCl scFv-Fc(+) ^^tl^tl^-To Afi N shFcrRIIIa(V) 
T?©, 3fcJu shFc7RIIIa(FK-©^^^ti^tl^-ro 
m2 l®te, WmCl scFv-Fc©ADCC«£*bfcl2lT*&£>o ffiffi 

iz&v>zr)mmte#tt%hMm&**n?ti7ri'ro •izmua scfv-fc(-k oitmuci 

scFv-Fc(+)£^tl^ft*VTo AfiT47D« N B^UjimMX'CDmm^n^timiro 
IS 2 2 0& s y"^^ * KpNUTS/scFvM-scFvT-Fc©^xa^^bfelHT^^o 
^2 3» 77^^ KpNUTS/scFvT-scFvM-Fc©^X^^^bfeH"??a&i.o 
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%2 4®& s #ascFvj-FcCDRajijffllJ3a N Jurkat«^fe(iT47D|fflJia^^-r^ N Mmm&lZ 
£ 3 m&r& l &1tm b tz MX- & 2> o ;|f !&&&.: ibfe^&s £ft$S tttifc £ ^ ti^-To A«Ra j i 
ttt, B&JurkatifMc:. Cit.mdmi&^Mf^m^'to l«75//g/mL© 
scFvM-scFvT-Fc(-)x 2&75/zg/mL©scFvM-scFvT-Fc(+K 3&75/zg/mL©scFvT-scFvM-Fc (-) N 
4tt75/zg/mL©scFvT-scFvM-Fc(+K 5(*scFv 2 -Fc«iPT-©^^^tl-etl^'ro 

I2 5iii, #1iscFv 2 -Fc®TAG-72 ^2^3. ELISA mz&tf Z>m&mm%m VtzMX^ 
8gNl£ scFv 2 -Fc*&^£. »^=S-scFvj-Fcm^^*5{t^?R^^^n^^-ro Atttfi 
MUC1 JrC TAG-72 scFvM-scFvT-Fc(-) s A«*rC MUC1 JrC TAG-72 scFvM-scFvT-Fc(+k •{iJrtTAG-72 
JfiMUCl scFvT-scFvM-Fc(-) s OfitrC TAG-72 taMUCl scFvT-scFvM-FcW^tveftTjt-T o A» 
TAG-72 JfiMUCl scFvM-scFvT-Fck B {A=&Mfrt TAG-72 tfi MUC1 scFvT-scFvM-Fc T»©|£J|I 

SH2 6 0f±.#MscFvj-FcOMUCl ^l-^.ELISA^^^^Ig-a-^^^bfcEl^fe^o 
«IM^ scFv 2 -Fc«g£ N «Ettfc#scFv,-Fc $L&iZ#tf %myt&.*-Ztl-etlmTo Afctifi MUC1 
la TAG-72 scFvM-scFvT-Fc(-), AfiJfiMUCl tfi TAG-72 scFvM-scFvT-Fc(+K TAG-72 ta 

MUC1 scFvT-scFvM-Fc(-) N Otttft TAG-72 tntMUCl scFvT-scFvM-Fc(+)&-£ft-£*l75*-r<, Afcfrg- 
®!rC TAG-72 ifiMUCl scFvM-scFvT-Fc N B it&Mffh TAG-72 Jnl MUC1 scFvT-scFvM-Fc TJ©*S^S 

&2 7BIJi N JrCMUCl tfi TAG-72 scFvM-scFvT-Fc © shFcr RHIa fc^ff bfc 

AtttrtMUCltn; TAG-72 scFvM-scFvT-Fc(-k AfiJfcMUCl IrC TAG-72 scFvM-scFvT-Fc(+)£^*i, 
^ti^-To A»shFcrRHIa(V)s B it sKFcr RIIIa(F)"e©^^^n^fL^f o 
§28 trt TAG-72 JrCMUCl scFvT-scFvM-Fc <DjnlM##STT-CD shFcr RHIa KMi"* 

%^tl^tl7jk~ro • fila TAG-72 JtC MUCl scFvT-scFvM-Fc(-K O&ifL TAG-72 tft MUC1 
scFvT-scFvM-Fc(+)£^n-e*iSVro kit shFcrRIIIafVk B (i shFcr RIIIa(F)-e©'/jSgJH£^ 

i2'9|ii x ^MscFvj-Fc^^M^TT-OshFcrRniafVj^^-r^^-a-Mtt^^bfelll^ 
AttirCMUClJn;TAG-72 scFvM-scFvT-Fc(-k AtetnMJClJrCTAG-72 scFvM-scFvT : Fc(+k 
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•y«AG-72trbMUCl scFvT-scFvM-Fc(-). OtitfflAG-72tftt«JCl scFvT-scFvM-Fc(+) \%*tl^ 

g§3 O0(i N #@ scFv 2 -Fc © Jurkat «^-T^ ADCC rStt^^bfe^lT-$)^„ ^|$&^ 
scFv r Fc scFv a -Fc fcfifcfctt* ADCC Stt^^tl-?^to HI© A f£©A& 

JrCMUCl Jit TAG-72 scFvM-scFvT-Fc(-). A&fci MUC1 JrC TAG-72 scFvM-scFvT-Fc(+)£> H© B 
^©•&^ TAG-72 ifiMUCl scFvT-scFvM-Fc(-), OfiJrC TAG-72 Jjt MUC1 scFvT-scFvM-Fc(+)£ 

83 1 lIf^#®scFv 2 -Fc©T47D«^1-^ADCCMtt^^bfelIl7?fe^ 0 ^^scFv 2 -Fc 
i^fft{3# scFv r Fc ADCC M'^^tl^^o El© A #©A(±|rC MUC1 

trt TAG-72 scFvM-scFvT-Fc(-) N A&irC MUC1 in, TAG-72 scFvM-scFvT-Fc{+)^ @OBM 
ttirC TAG-72 JrtMUCl scFvT-scFvM-Fc (-), OtttrC TAG-72 JrtMUCl scFvT-scFvM-Fc(+)£^;tve 

2ll{i.#SscFv 2 -Fc©Raji«t^^ADCCMtt^^bfe0^a&i.oilfft^scFvj-Fc 
scFv 2 -Fc ^fc&it^ ADCC rStt^^tl^tl^-To HI© A ^©A»#i; MUC1 
in TAG-72 scFvM-scFvT-Fc(-) s Afiinl MUC1 ffi TAG-72 scFvM-scFvT-Fc(+)£. HI© B *£©•- 
{iin; TAG-72 tnCMUCl scFvT-scFvM-Fc(-) s Ofctjri TAG-72 trGMUCl scFvT-scFvM-Fc(+)£^*i,^ 

$£3 3HI&s 7"^^^ h* P BsIISK(-)/sTNFRII-l ^^LfeH-C-fe^o 
m34m&, 7*^^^ KpBsIISK(-)/sTNFRII-2 ^^bfeEl^fe^o 
^3 5®f^ 7^;* 3; h* pBsIISK(-)/sTNFRII-Fc ^bfei^§, 
M3 6m&, 7*7* 3 b* pKANTEX93/s'TNFRII-Fc £75*b&Hh?&<3 0 

mZ im\±, MMbfc sTNFRII-Fc(-);fcJ;tf sTNFRII-Fc(+)© SDS-PAGE ©tItc^^J:^ 

V7>h7)V— (CBB) ^ffofco 

l£3 8BU4x 4Hi8TNFRII-Fc©tftTNFEII#E»fc»'r*x ELISA^^^^^jpg-^MttS^b 
&En?&*o ««lK:s!rNFRII-Fc«JK* N sTNFRII-Fc M^t&tT^ifr TNFRII Jftft^ 

©jg^Sttfe-ttl-tilw-r. OttsTNFRII-Fc(+K #«sTNFRII-Fc(-)^^n^tl^-ro 

i3 9BI^ ^«sTNFEII-Fc©shFcrBIIIalc*r'r**§'&®tt*^bfeia , X?»So «ttrK: 
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sTNFRII-Fc &m*s JftWl&S- sTNFRII-Fc m&lzlStt &&&&&& -eMti^o Of* 
sTNFRII-Fc aTNPRII-Fc(-)*^n j etb^f oAJ* shPcrRIIIa(F) N B \Z shFcy RIIIa(V) 

ffi4 0B9& #asraFEII-FcO^^^TNF-afc»t-*+iftStt*^b&ia , e**- ttttK: 
sTNFRII-Fc IKHl(c:# sTNFRII-Fc aWEfcfctt* TNF-a Q>m&&&*MtimT. • 

{isTNFRII-Fc(-) s Of* sTNFRII-Fc(+)T*©^^^n^tl^1- 0 
£4 1EH±x 7^*5. F pKANTEXAl-12T'NF-a©3e^Xg*^Ufcia*e*So 
g|4 2Elt±x TNF-a/IM*J:rW»l**e»* EL4«©J8IMt h TNF-aO»3B*7D— ^ 

^4 3EK*x #fflsTNFRII-Fc © TNF-a /EL4 ADCCtSffi*^bfcElT«&5. tit 
ttfc sTNFRII-Fc *JK£x sTMFRII-Fc ADCCStt (%) M^VM-l^-To 

•#sTNFRII-Fc(-k OA*8TNFRII-Fc(+)©SH4**tt j en^-r, " 

^4 4H(is 7*^^^ KpBsIISK(-)/LFA-3-Fc*5%bfeia7?&So 

£4 5H»n 7*^^ 5 K pKANTEX93/LFA-3-Fc ^bfcltfeSo 
££4 SBItts *ft& b LFA-3-Fc { - ) :fe <fc V LFA-3-Fc ( + )cr>M7KVtWi& <fc VIKSt&RJIR £43 3 
SDS J PAGE©ftftifc»>^— >£j^bfciaTJ&*o ISlC^fift ^-YWJU7>f 
(CBB) THrofco 

147 BlfcJu #® LFA-3-Fc CD CD2 ^IDgftt^t^, ^fetMW&fcfcW- **S^H4*j5% 
bfe^-efe^o §t#£LFA-3-Fc«£, LFA-3-Fc *flEfc*»*¥iSflbtegftlSE** 

n^n^-To •f*LFA-3-Fc(-)s OfiLFA-3-Fc(*)&**l*ftJ5Vr, . 

^4 8l3«s «-«LFA-3-Fc©shFcr'EIIIaK:*t-r-5Jie-&ffitt*^bfcEn?»*o fltttfc: 
LFA-3-Fc*KSx IKttK:#LFA-3-Fc««£^j3W-S«if^Stt**n j E , n^'ro Ofcfctf 
LFA-3-Fc(+) N •}iLFA-3-Fc(-)©rS'i4* j etl^n^t- o A & shFcr RIIIa(F)Sk B 
shFcrRHIa(V)MT-©i^m^^n^n^t-o 

m49Wl±. #®LFA-3-Fc© JurkatJfflJja^M-r§ ADCCrS<4*^bfe^fe^o titttfc* 
LFA-3-Fc«S£, LFA-3-Fc MM43{*£ ADCC Sffi (OD490) ^MtiZk-T* •& 

LFA-3-Fc(-)s Ott LFA-3-Fc(+)^^n^tl^1-„ 
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M bfc CH0/DG44 WB&<DMJ& 
pKOFUT8Neo ©Ifffg 

woo2/3ii4o (ommm iz a>m i mi^mo^xmrn^tirc^-^^ ^-x^a*#-fut8 

TUS^O^^vy 2 %*gts# — y^-f pKOFUT8Puro ^^pKOSelectNeo 

(Lexicon *±§!0£ffl^t\ WT©J;5 C LT pK0FUT8Neo fc^bfco 

pKOSelectNeo (Lexicon *±M)£$JIWfS AscI (New England Biol abs ^tS^T^b^s T# 
D-X^H^iHiU GENECLEAN Spin Kit (BI0101 £fc$SD £ffl<^T*;fr V-f ^>>»te 
Mfe^mmz.- v h £#t?f<I 1 . 6Kb © AscI W^^HHK bfco 

pKOFUT8Puro £#J&g8lfj|AscI (New England Biolabs fliigK-^b^ ^M®C15^ 
Efcifc Alkaline Phosphatase (^*ffig*±i£) tc«fc tK MA ®fM-©*^^U 

±f3T-t#fe pKOSelectNeo S^fe© AscI ($j 1 . 6Kb)0 . 1 p.% h pKOFUT8Puro &*© AscI 
mfr {® 10.1Kb) 0AusteffiM7k%m%X 5juL 4:U Ligation High (JK#iim«) 5/*L £ 

Jn*Ti6"C*e3o«-iig i Kjte$**ifcK: < ft) v a«gj£iiS*fTt>fe. KSj*;«£&fflv>r^»« 
DH5 a n*&m$m u» e> ftfer > trs/ y >1M£^ D-><fc |3 X ^ K DNA &M u 
BigDye Terminator Cycle Sequencing Ready Reaction Kit v2.0 (Applied Biosystems *±$!0 
%m^Tmi$(DffifflMteQ£-?XfcJfo&s m±©DNA^>— tr>Vm PRISM 377 DJfiaSBB 
BI&ffP*r bfeo £©£ 5 £ bt^ 1 HK:^ bfc pK0FUT8Neo £f§fc 0 pKOFUT8Neo & CHO «© 

fut8 i€^^-^7^ hfflfflk&mii?zrz.ito<D*—rTj>y^*9-bi,xm^rzo 

2. ^7 A±© FUT8 3tfi-?<Z> l^^itbfeA^ ; y?TV hM$M<DlEM 
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( 1 ) * — 0* =r -OV^Z* — pKOFUT8Neo m*M<OW& 

S?k KD^jl7C^^-?(dhfr) ^Sbfe^-^^ ^--X/n AX^~^ft3j£ CH0/DG44 
$Bfl& [Somatic Cell and Moleculer Genetics, 12, 555.(1986)] £ N &^MW<Dm l igum 
&bfc^W-~X/NA;*-*-FUT8'$V A««^— y^-f >^^ — pK0FUT8Neo ftfeTF© 

pKOFUT8Neo ftf|iiJ|«J{| Sail (New England Biolabs *fc»)T?ifrfb lt« U «<fb bfc 
4^g©pKOFUT8Neo ft 1 . 6x 10 8 <i© CH0/DG44 jBWS^sx. U ^ hn^l/- i/3>& 
[Cytotechnology, 3, 133 (1990)]Jd«fc t)#Abfc^ IMDM-dFBS (10)-HT(1) [j»*rFBS(>f > 
hT h OJ^x ) ft 1 0%. HT supplement (-f > tT h D ^ x. >*±Ig) ft 1 T?^*r IMDM ig 

fl&R >KbDS?x>ifjH)] tWU SaitBIJimiffl 10cm:r^>a. (Falcon *±i!2) 'sJM 
bfeo 5%C0 2 ^>*o.^-*-|*iT- 37 0 C, 24^^«^ N G418 (±tl^>C^X^m) ft 
600^g/mL ©Ittttf IMDM-dFBS (10 ) [»*f FBS ft 10%T»^tf IMDMigife] lOmL ic^ife^gl 
( bfeo C©«iiffi^3~4 B*Kl<ftD3gb5a:*«e> 5%C0 2 -Y i ^-^-ftT* 37°C, 15 
H^©^»ftfrV\ G418IH£^d— >ft$tf#b£ 0 

(2) £V A PCRt J; 3 *S IHMm A © l£®r 

(1) T?«l»bfeG4181Btt^D~>©ffl|SIj8ffiftjSt©^»f*s ^VADNAftffllAfcPCR 

W [20% DMSOs 40% -)^>Ji&J|ig, 40% IMDM] ft&^^WZ^U ^i§b£„ S^x;!,* 
©«IISH«l«£©¥fi&S?«j|Bligffl5pJ6 96 ^71/- h OiSt^ y ^**±iSD A»ltt I- 7* 

U7*y*ri/— h±©^^"x'-f S^Httlm— >fcfc N G418 ft 600/*g/mL <Z>*ftTf-&ir 
IMDM-dFBS(10)T-5%C0 2 ^>^i^-^-^T-37 o C N HP|Jg#bm «ft0JRU @JR 
bfcSfcfc £>&#!©;&&; [Analytical Biochemistry, 201, 331 (1992)] Utot^D- 

>©^ADNAftW«U«^30/iL<OTE-ENase«ff»(pH8.0) [lOmmol/L Tris-HCblmmol/L 
EDTAs 200>ag/mL RNase A] rtiibfeo 

^APCEtdfflVN^^-fT-aWTO«J;5^thbfeo £1\ WOO3/3114O©HJ60!ll2fc 
BB«©^ScK:«fc DlJtffbfc FUT8 $V A««©10ni (lBJ!J#-# 55) ©f^fr^ @B5U#-^ 56 $ 
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>4»^#-© 1 oxP IB^ll £ B&m&Q fcffi&ir §77^?- 58 ££:y:IEJ!J# 

^59) £y^-;*r:7^-£U UT(DXV*^-Vmmjfo (PCR) (CMVNfco _t§BT-iS 
M b fcV S A DNA*§?$ 10 juLSZs 25jul OfclfoWt [ DNA >J 9 — - M ExTaq (^I3£*±M k 
ExTaq buffer (SURSfflRk 0.2mmol/L dNTPs. 0.5^mol/L ±i3^-f V— h*7° 

©^s 94°ctT i #fik bo-cict l 72°c^r 2 ^w* 5 * SHjfe^ l if'f i: 1 1 

PCR^s KSJS** 0.896 (w/v) 7^n-^yji/i^|)}:ii A fflilMCiot^ 
U £ 1 . 7Kb © WRKliiKH^^Kto e> tifcflc* RBtt ^ n — > i: ijaj^ b fc 0 

(3) y^Ai^+fv^ny v\z&z>mmffiWkX<Dwm 

*m (2) ^m?#^nfc»^n-y©ffi|sli^^©^if^. *VADNA£fflv>fc-tf"»f>:/ 

*B-(2) T-«^#bfeV^^ — 7U- h©5^ *m (2) T?^ai$tlfeBM4^D — > 
&"&*t 96/t7*V-b£$IiRU 5%C0 2 -fydrJ.^— ^-F*3t- 37°Cs 10 a-HBHBbfc&x R§4$ 

^D-->^^-r^'i7^;i/*©jifflj3S^«Mffl¥J^24^7-p-h W7j±--#m 

mLtzo G418 £ 600^g/mL ©»ftT?^tf IMDM-dFBS(lO) £ffl^T 5%C0 2 ^ f*J-£ 
37X3s'l«l8l*&*bfcStL ^*«ffl¥JS6/t^P-h (^^^^ %t«i) A|ibfe 0 
5XC0,V>^ra.^-^-|^Tf 37°C£Tig#U «M6&igjRbfc Q 0l&b£:«J; 
ftl©;fr& [Nucleic Acids Research, 3, 2303 (1976)] \Zffi.-?X£c& n — >©'<£7V A DNA & 
MSgU #^150>f/L ©TE-RNaseM»$t(pH8.0) 8&$g#bfe, 

±33TIH«bfcyyADNA12^g*©JISil*fiiafflHI(Nev England Biolabs*fcM)^<fb W 
3^* S-)V$km&%m^X DNAWM-^lllJRbfc^ 20//L©TEi&I®$t(pH8.0) [lOmmol/L 
Tris-HCb lmmol/L EDTA] K$S#U 0.6%(w/v) 7#D— ^y;HMWHfttfe 0 
&£[]©#& [Proc. Natl. Acad. Sci. USA, 26, 3683 (1979)] ^ D >m^ys 

ADNASfe^bfeo CT8£T^ >^D>MKl^fb80^f2^©^a*fTV\ fift&fbb 

— *x W^ny h^ffiV>^rn-^WT©cfca^^bfe 0 WO03/31140 ©HJEM 12 
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izum<o%mz&*)mn\stz?ws>f; &mm<Dmm (gaswt 55) ie?u#^-6o 

^J^IE^-JS^ 61 -Z^Mnm^m 7=7 4 7-^ftlba^T0 PCR fcJ3^fcoW002/31140 
©HJ£#I 12 t|B^© pFUT8fgE2-2 4ng ^^>7°L/— h i: bT^t? 20/zL ©Sj&$t[DNA ^? U ^ 
9-- t? ExTaq(^M?tM). ExTaq buffer (^@3g*±§!£h 0.2mmol/LdNTPs.' 0.5/zmol/L JbsB 
7*9>f V— ]*H«iU 1 fi-mcDfiUf&fD^ U'CiZX 30#P^ N 55°C^T 30 #^ 74°C 

{CT 1 frmfr 1 bfc 25 PCR £fr ofco 

PCR« N »fijS«Eft 1.75%(w/v) T^D^^;VS^i&^UGENECLEANSpinKit(BIO101 
»)^fflV^T^230bp©ra-^DNA^^[lI^bfeo^^nferD— ^DNA^©a^5/zL 
£s [a- 32 P] dCTP1.75MBq:feJ;T>* Megaprime DNA Labelling system, dCTP (Amersham Pharmacia 
Biotech *fc*l) ^ffl^tM«lfe 0 

ftfc^ n>^^n-7-5jt WWxiJAU 15mL<D7W ^U^-ff-^>a>^ [5x-SSPE N 
50xDeiihaldt's^s 0.5%(w/v) SDS N 100^g/mL ^Jjf ^ DNA] &J3UZ.X G5VX 3 »7P 

; \ ^ u ^ -t? — : ^ a > £ ff o fe^ 32 p nm b fc 7" D - 7 DNA £ $fe&& b X h ;i/-N*gX U 

6 5°CT- — «y n W ^ U ^ 4f — 3 > £fr ^ fco 
^W^U^-tr-i'sV^ ^ D >m* 50mL <Z>-&#fc^M [2 xSSC-0. l%(w/v) SDS] 

izmm u 65°c^ 15 &mmuvxm& bfc„ ±ib©^s#* 2 mug d ?g b^ ^ n > 

flg£ 50niL [0.2xSSC-0.1%(w/v) SDS] fcl«»U 65°C*T? 15 ^SoSbT^ 

bfeo ^"-1 > D>M^X^7^;VA-s-80 o CT-#mb3Ei^bfeo 

g§2Hfc:& N «cl?&3 CH0/DG44 (2) -e^#bfe^tt^n->^5fe^ 

50-10-104 A DNA «StJ;WLfe^^lfe, CH0/DG44 »lt SF£9 

FUT8M^fe^S^©^25.5Kb£DWn-©^^{iS^tbfeo R§1$^ n-> 50-10-104$; . 

T*«s S*MFUT8^*e^S^CD^I 25.5Kb ©Wfr^An^ ffl|5j$im^.^nfc^«^ 
^#Mfitl^20Kb©ifM-^fcb^tlfeo P^®T#©Mi:b& 1 : IX&itcZhfrb, 50-10-104 
m*. FUT8 M±MB^O 9^13 If- *s tlf^S. S V h ? U->X&ZZ 

3. y y A±© FUT8 jt^?**^!^ >^7^Mfc CH0/DG44 «©^§g 
( 1 ) * — y 7 s - y V^Z $ -pK0FUT8Puro mXW<Z>ft$k 
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^mMmom 2 FUT8 Ste^ Wfr^b^n- >o 5 — FUT8 ^az:* 

e^sayR-r^fei&KiN W002/31140 commm 13 1 mzmmor^j xss&x*— 

FUT8 3te^* v > 2 ^-y^-f >^^^-T*ag>^> pK0FUT8Puro §OT®J;a ^ tt^A 

bfco 

pK0FUT8Puro £ ©JIMS Sail (New England Biolabs 4±S0T-}£-fb lt» Wtfbb 
4/ig CD pKOFUT8Puro £ 1.6X10 6 ffl© FUT8 3tfe^5. y y ^T»?7 h^D — y^.^\s 9 bn 
3Kl/—>3>&[1M hr^^D^- (Cytotechnology) , 3, 133 (1990)] iz <fc tJaffA^s 
IMDM-dFBS (10)-HT(1) fc«»U 10cm 7^>a. (Falcon %t») ^Mbfe. 

1 5%C0 2 -f >dF-a^— ^— rttf 37°C,24B$TO#^^jl-d v-f>>> (SIGMA *fc«)& 15^g/mL 
©«&Tf"£tHMDM-dFBS (lO)-HT(l) lOmL K:*J6SaJlb&. £©igift2£glf£ii£ 7 
DjgbfcjPfc 5%CCW 37°Ck 15 BH©*S#&firW ^ — d^>»» 

(2) V;A*if>rny b£<fc3ffi|i^lgUL©l£»r 

#® (1) T'^^nfe^Wffi^D->©*9|5l|ftm^ffl^if^ ^ADNA&M^fclflf 
\fsL—a^4 S"VItt£^n— i&^P©^^ [Gene Targeting, Oxford University Press, 

(1993)3 te®L^T&mmmm¥-m7.]s-Y ourpsy^xtm) ^saau t?i— nv-f 

(SIGMA £ 15/*g/mL©aft*C&fr IMDM-dFBS (10)-Hr(l)*ffl^T 5%C0 2 -f 
^-*-|*r? 37°CU l^lTO#bfeo 
J8*SL ±m7ls- h©#^D->£*f b h U r^>«Hlftffl\ @*«ffl¥JS 24 5^7" 
(^7-ft-ttS) "vjfWbfco 'Kjl— DV-f ^> (SIGMA #80 $15#g/mL©$a£ 
T?^tf IMDM-dFBS (10)-HT(1)£MV^ 5%C0 2 >^a^- ftf 37°Ca jMflj8*bfeffc% 

h u rs/>«iffl*ffv\ g««ffl¥Jls 6 •Ry'v- h (^9-f ^— ttSD ^Mbfeo 

[Nucleic Acids Research, 3, 2303, 

(1976)] £t£oT#^D->0>7VADNA£I)lMbs ©TB-RNa8eff»»E(pH8)lc 
-»»bfeo 

±SBT-|iMbfe^y ADNA12^g^ffiiJIS^mBamHI(New England Biolabs %M)-zm<b U 
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i^y-;^^fclifiS*fflV^TDNA»f>f■^cI5IJRbfc«s 20/zL©TEHMt(pH8.0) CiiU 
0.6%(w/v) 7iJD-7^HM»tibf; 0 ftftrgL [Proc. Natl. Acad. Sci. 

USA, 76, 3683, (1979)] t^otv' :?M D >m^VS A DNA £fc^bfco Umfe. t^fD> 
K^b80"CTJ2l$IH|©«WDi31SfTV\ ML&o 

£?s ^-y^^>^^^—^^n-SFUT8yyAM^D%^^f3 5' {Sl©iB^J^^ 
mmzffi&t% 7*7 -i V- (IB^J#-^ 62 £<fct>*IE?!]#-5f 63) U WT© PCR ^ffl^fc 0 

WO02/31140 ffiUJgfS 12 =• h* pFUT8fgE2-2 4.0ng ^>7U- h £ bT^tf 

20//L 0^^[DNA *'J^ 5— if ExTaq(SS3t*fjK)^ ExTaq buffer (SiB^ltfjRK 0. 2imnol/L 
dNTPSs 0.5>amol/L ±tB7"^-f V— ]SK«IU 94°Ct3T 1 ^©SPf&CD^ 94 0 C^t 30 # 
IHk 55°C^T30#^s 74°C^r l^^e>^^S^* l^^^;i/J:Lfe25^^^;V©^ff : 
T-PCR^ffofeo 

PCR£LK£Jfo*& 1 .75%(w/v) TJ}t3—xtf)\/WMiW<Mte@i bxGENECLEAN Spin Kit(BI0101 
V n T&J 23 Obp <D 7 D - 7 DNA if # %mm b 2r of# 5. tlfr 7 D — ^DNA -5 5 /zL 

£ N [a- 3J P]dCTP1.75MBq*5J:t^ Megaprime DNA Labelling system, dCTP (Amersham Pharmacia 

Biotech m&) ^m^xmmmmm^rdo 

tifr±J n>JH£n — =7— ^KMiAU 15mL <ZVW ^-fcr-i/'s [5xSSPE, 
50xDenhaldt' sWU 0.5%(w/v) SDS. 100/zg/mL •tf->r)ji J f DNA] %1)U?LX 65°CT* 3 B#H3©:7" 
W W U ^ > a > & fr o fc^ N 32 P ^1$ b :T n - DNA £ b T # h ;i/^X 

;W:7y^>f-e— >3>^, ^D>jil£50mL [2xSSC-0.1%(w/v) SDS] 

M£ 50mL CD-&$tfNl£ [0.2xSSC-0.1%(w/v) SDS] tc«Sru 65°CT* 15 ^F^DSbt^ 
bfeo »^ ^D>M^Xi^7^;i/A-\-80 o CT«a®b^bfeo 

^3Elt}is 50-10-104 (1) tiB<K©^(c:j; b^fbfetTi-a T-f i/>W 

i\&?U—>(D 1 WK704^©>ify ADNA^^fcJ;D^Mbfe^§^bfeoWK704tt 

-eteb g^M FUT8 ^^E^fi^cD^ 25 . 5Kb omfr&m$: U ^llIii5im;L£ftfcM:&3tfe 
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TCWUflSjfclS^OKbOWtf. (H^ £:Ep^Lfc) ©##tfefii£ft& 0 d©jjgJHfr£ WK704 

fut8 mtt&ms&ifiw&z ntz*u-yT-$>z>z£ &mm$titzo 
4. fut8 m&tt y?7t?h bfem^ *> <Dmmm&&&(Dft& 

(1) Cre II3> -t£|BSi^ 9 —(DMA 

m&irZ>Z£%B#j£lsXs Cre V fc?38gl^*-pBS185 (Life Technologies %t 

Si) ^WTCi^bTiAbfco 

4#g©pBS185 £ 1.6xl0 8 ^©FUT8 3t^y^;vy y ^rre? h ^ D — >-\ccU ^ hn#P 
—>3>&[Cytotechnology, 3, 133 (1990)]td«fc t»^A^> I.MDM-dFBS (10)-HT(1) lOmL 
ffiiU ^^KlpI^i&^fflV^T 2 ^CtKbfe, M#IR^^^*«^#M 10cm 5 s * a> 
i (Falcon 7**C"x#«gk 5%C0 2 >^^-<-^-rtT 37°C N 10 H^©^^fjV\ 

(2) cre vn>\f±~-vftm^**-mAm<Dmm 

(1) T*iBtf§ bfcn n ^-© a ffit© Z D &^«3CD^ [Gene Targeting , Oxford 
University Press, (1993)] \zm.-zXfflttmm¥r&7 r \s—Y (Mr?St?^X#m 
SlU IMDM-dFBS(10)-HT(l)£fflV^ 5%C0 S >*:x^— ft-?? 37^ ljfilHi&fcLfco 

C2o%dmso n 40% v^mmmm. 40% mm &&*>*»\zmm. ^^i/*©^ 
JS0»«E<z)*a*gj3»ttiiBffl¥J6 86^7 , i/-h mrfsx^xim) /^auuru* 

f_t©»£x Gf418 £ 600>ag/mL, tf jl — d v-f 15>ag/mL ©it 

mX^tS IMDM-dFBS (10)-HT(l)£Mvv£ >*i^-*-|*|T- 37"Cs-TH|H*g*Lfc 0 

Cre »j3VKt- BoJBHfcJiD loxPlB^l^^nfe»JW'l4^15^^*^n/fe^^D 

fee 
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lag (2) t)|«bfe-77^-7'l/-b0a^ ±IB»^D->^t?96^7 , b — 
b^jl^U 5%C0 2 -f >3r^^— 37°Cs 10^#Sbfeo ±I3^n — 

IMDM-dFBS (10)-HT(1)£J3^T 1 MP^*bfc^ . b U ^>>MS^ff V\ IfW¥I 6 
^Iz-b (^5>f *±M) ^Wbt 5%C0 2 ^ >3ra.^— * — f*lT' 37°Ct?lgStU H5gb 
fem^lUlRbfeo IDlRbfeWJ: t)&^ICD^ [Nucleic Acids Research, 3, 2303 (1976)] 
lzm-oX&?U~>(D7; A DNA ZmMVs #*150/zL © TE-RNase iH»$t(pH8) id— Bft?gf§? 

bfeo 

±iat"Mbfe^y A DNA 12//g £$JI«filNheI(New England Biolabs*±M)TYmb U 
^^y-;i/^*^fflV>t DNA^fM-^HliRbfe^ ©TBi|I«(pH8.0 )£*§/§? U 

0.6%(w/v) T>!?n-^>y;i/lim^1l&^#tbfeo &2n©#*£ [Proc. Natl. Acad. Sci. 

USA, 16, 3683 (1979)] tfo^ j-J D >M^tf J A DNA ^fs^bfco ife^T^ ^ 
O>M^b80°Ct- 2 i^ligoiM&S^VV I^fblfe, 

+Mf>7ny h^fflv>^7*n-^&OTOc};a^iSMbfeo *—>fF4>9''<#* 
— F0T8$VAflli*J; D % ^ ^> 5' «©IBBJfc:<l$»«lK:ag'&*-* 77>fT- (IB 
^J#-^62 43ckOT^J#-^63) £)^-£, l^T© PCR £f?o£o ¥002/31140 0f|jfS#!l 12 £gE 
^© pFUT8fgE2-2 ing^yy"V—Yh bT^tf 20/zL ©H/fcr&[DNA ^ U ^ 9— -t? ExTaq(^ 
&£tt££k ExTaq buffer (^«j©j±JSk 0.2mmol/L dNTPs. 0.5/zmol/L ±§3:7^^— ]& 
ilU 94°C£T 1 £f^<D»©^s 94Wr30fj>iak 55°CteT 30$>|@x 74°C^T 1 #|H 
*>£>&3»£ 1 bfe 25 *M PCR &fx ofco 

PCR ^ tSfSi^ 1.75% (w/v) T^n-^^;v«^Kj^bsGENECLEANSpinKit(BI0101 
ttSSO fcfflVMTx ^ 230bp©rn-^DNAiTJt^iW^bfeo #£>tl/'c7°n — :7"DNA ¥&ffiL<D -5 
t> 5//L [a- n P] dCTP 1 .75MBqi5ckt^ Megaprime DNA Labelling system, dCTP (Amersham 
Pharmacia Biotech *±g£) %m^X%LMMMm\stz 0 

;W^U^4f-^3>»feTF©<fc5&e:^ofco ±IB©^y A wkmihmtfifcmz 
tltzi-^i n>Si^D-7-^b;i/^AU /W^U^Hf— : ^-3>*& [5xSSPE s 
50xDenhaldt' s $u 0.5%(w/v) SDS S 100/zg/mL U-4r*fr?DNA] 15mL ^Sn^T 65°CT- 3 B# 
TO 7" WW ^ U *W -g— > a >^ 32 P« bfeT-D-^DNA £Ml$bT# b /V^A U 
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65 0 C-e-l&/W 7>;^>f-tf— >3>Sfrofc, ■ ' 

>3>^ ^--f D >JR£ 50mL ©— &Sfc*f»$t [2xSSC-0.1%(W/V) SDS] 

50mL ©n&Sfc^Mfc [0. 2xSSC-0.1%(W/V) SDS] IC«*U 65°C^ 15 AmmisTVm 

14 0P^ £E«T*&& CH0/DG44«&. #H$i0!l©lg 2 ^fCfBifc© 50-10-104 ^^JS 
^J©B3^^fBm©WK704«, *5J:t>*WK704^e)^ (2) IzmMMmzk b£3g 

MS14^n->©loT-fe^4-5-C3*©yyADNA^^^CcfcD^bfc^^bfeo 
CH0/DG44 f± N IF^S FUT8 tt&Mfett Z> ® 8 . 0Kb © DNA »f ^©^A^fcH £ ttfc . 
f;£x 50-10-104 *5H>WK704*r??teiU ffi^fflSlit*«jeci 9.5Kb © 

DNA©T#* 3 §g#>£>*lfco -^s 4-5-C3«T««s *BITOi&;iL#jga: ofc»A3tfi-?* 6 £ *> IZ 
*^v^>>>iH$3ifc^ (*& 1.6Kb) *5J;t^i^j--nv^^>ir^it^ (*&i.5Kb) &ffi& 
$nx&bZmm<DWkmfr(Dfr1fi&m2tott. i©*g^A»6 4-5-C3 Cre U n > t 

etc <fc t)«IW^e^A $ l^*^ixfec:^ #figfg£*ifc„ 
^JlBffit£?©l»*£ft;fe FUT8 y^T^h^n-V (IHT. FUT8 »fit? 

iii 2 

FUT8 itfc^y 7>y htt^^ / 5i? ! ETAG-72 scFv-Fc ©$BB 

1. frtTAG-72 scFv-Fc fggi^* — 
(1) trC TAG-72 v^^^^D —^l/lritffc© VH £ n — b* f 3 DNA ©^^ 
MJ3S*Btn;JlTAG-72 *«r£«JK:RIB-r* Z n— ^;i/ift#cC49[The Journal of 

Immunology, 151, 6559 (1993k Genbank Accession numbe'r/L14549] © VH £rr— Y-§r%> DNA 

kbim- is ^^n^mmsm^mmxytco wmmits 0049 © vh Ft-^iB 

3Fij s 3— K««© 5'{Httt scFv-Fc ©£M£|qF±£-fr3;fc&fc 11 jH*©2MWRBB3&J:J3«fctf 
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mmttyxmtTyT-^yxmft&mztez&o^ vwrnfrbm 130 m^-r-om 4 #© 
mxgffl tz#m u $t t> i§r a mgm&M*<DJm<Dm 20 wM&wm. u m&x is^atu 

IB^!j#-^19s 20. 21&<J;lF22-t*^3ven^£ft<i> 4#©-£j&DNA (7 y 
life. 

4 $©M DNA©^S«CfiSt5 2 ^(COVNTf^MS^ 0.5>aM. * m<D 2 #£oV> 
0.1/zM a&3<fc?£ N PCRHii£;^[2.5units KOD DNA Polymerase (M&ffimtt. 
M), 1 mWtit<D KOD DNA Polymerase PCR Buffer #2 (^#^ttM)s 0.2mM dNTPs. 

lmM^fbV^>>i>A]£li®JU DNA-9-— GeneAmp PCR System 9700 (Applied 
Biosystems #10 ^M^T. WClzx 5 ^P^n^b^c^ 94°C^T30#^ 55°CtT30# 
74°C^T 60#^>0>£&3,afo£ 1 -tf-^ Its 25 1M ^;Ht&^#:^ 74 8 CtdT 5 

^•F^JJS^^rfeoPCR^ mfcJfoWL%7j3u~- ^>y;i/«^iJi^-ttU QIAquickGel Extraction 
Kit (QIAGENM) fcfflVMTs 450bp © PCRg^EU&bfco HUKbfc PCR j^fcfliiJPSiim 
Spel (5gM3£*±SD &<fcWJPS@ff!lEcoRI (M3£*±l>0 xmit^ iMM^7^D-^y 
;v«SWMftfcftU QIAquick Gel Extraction Kit (QIAGENSfcR) %m^X, i^ 450bp©PCR 

— 3Ek 77*$ KpBluescriptllSK(-) (Stratagene ttM) ^^Jra^EcoRI (^@?t%t^) 
&£t>*Sj£l (^®^*±g!0 T-^Hb^s Ttfo-x^i/m^t&tttU I^J 2.9kbp ©©t#£III 

±mxn 5>nfe^J 450bp©PCRif>i-^^X5. F pBluescriptll SK.(-)e&5|5©$J 2.9kbp © 
®T#£. Ligation High *g$t (HC#iS£M*:t®0 *>5iii&K/fo£m\ mM/fo^£ffl^T*Jl§ 
«XL1-BLUE MRF' *fc (Stratagene *±S0 ^Mfe^bfeo f# £ nfcff2fftegM*© * n — > <fc 
D#777^ h* DNA b. BigDye Terminator Cycle Sequencing Ready Reaction Kit v3.0 

(Applied Biosystems *±M) %m^Xm*(Dfflffl^ti£-2X&Jfcs^ Pl*±© DNA >>— 
—ABI PRISM 377 ^<tt)#^X^ K^ifA^tbfe cDNA ©i&SIB?U£8?*ff U S5HIK:^b 
£7 h* pBSIISK(-)/CC49VH tf^tlfcC ^ifiiigbfco 

(2) JnTAG-72 ^D— ^;i/^©«pT^M^n- b"T<5 DNA©#ffg 
MJ3SMJn;JMTAG-72 §^CIHt§ v^X^&y ^ ^-;i/JrC^CC49[The Journal of 
Immunology, 151, 6559 (1993). Genbank Accession number/L14553] © VL — § DNA 
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&j&n r ©«fc5tei/r*3iSLfc. 

wm&% 23 izvk$ti%>m&Bm&iB$t\srzo wmnwt^ cc49 © vl £3— k*-<& 
e:$u * s ^ d — - > ^ ^ ^ — * i v»3s^< ^^-t^n-n>^t§f c tf><Dmm&mw&m 

m&k F«B© >s;««oigSiB2ni^«krJ f t h igGi © CH2 ffiftDjfimau 5' 

#©*£ffi^jfc:#«i u n D^aigM^j«^©^©^j 20 m&itmm. u *t^-e § & & o 

£ U IH^J#^- 24, 25s 26 j3«t V 27 T*^tl^tl^^tl^) 4 DNA *#gO 

4 #©-£•/& DNA ©a t>m*NZtitM.'t& 2 *fcol'tT&ttKKtf 0.5^M N *|HI© 2 ^tcov* 
TttJKSiaEA* 0.1/zM PCRMJS$i[2.5units KOD DNA Polymerase (MWffi&tt. 

«X KOD DNA Polymerase Mit PCR Buffer #2 (M&tt1RQM)s 0.2mM dNTPs, lmM4Hb^ 
*^*A]*i»U DNA If— xVl/IM — GeneAmp PCR System 9700 (Applied Biosystems 
*±M) fcffl^Tx 94«C£T 5 aiHIftlMLfetfc. 94°C£T 30 &Nk 55°Cfc:T 30-%WHk 74°C£ 
T 60 &«fijtfe* 1 1M P)Vt bT. 25 1M ^Mrfeofc&v 74TJK1T 5^HSJS6$ 

fee PCR ^sKM/SM^T^Tn— ^y;i/®ft,^cK)^#^bsQIAquick Gel Extraction Kit(QIAGEN 
*±M) £JS^T, 540bp© VL © PCRMfSEUKLfco HHRbfe PCR M^O^MVSMM Spel 

■ SttMttfcftU QIAquick Gel Extraction Kit (QIAGENftSO SMV>T> $J 450bp © PCR jH#j 
S*©irit*lHlJRbfeo 

. -5fir N r^** h'pBluescriptllSK(-) (Stratagene %t®0 ^ftlRg^EcoRI (SSB3a4±«) 
£J:t>* Spel (£$B3itt») -t-^-fb^s T#n-*^;v«»i|c8&fc:#U QIAquick- Gel 
Extraction Kit (QIAGENftM) £JS^Tx *&2.9kbp©WfM-*lllRbfco 
±SBt^#fei^ 450bp©PCR®T>t-h7"^^^ K pBluescriptll SK (-)&3#E©8» 2.9kbp ©ifrtt" 
Ligation High ®Wl (J&#$S»ftfcjgO tz&bmmBJfo&m^ Mttffl^t^ii 
XL1-BLUE MRF' « (Stratagene *t»)' &JgJ(«&Lfe. »e>tlfe^3KflSft»©^D-> < fc D 
#7*^^^ KDNA^I^igbx BigDye Terminator Cycle Sequencing Ready Reaction Kit v3..0 
(Applied Biosystems %fc») £MOT^tt©iS&l#*£tiEoTMJ5S^ TO© DNA ^r>if 
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-ABI PRISM 377 \Z&t>&7?x* PfcSASftfc cDNA G>mM,m&}*imt U *6EI^U 
fc^^K h* pBSIISK(-)/CC49VL^#e>tlfe^i;^KUfeo 
(3) trCTAG-72 scPv-Fc fBS^^^— dfllSK 
t: Yiktfm-ZmM^?*— PKANTEX93 [Mol. Immunol., 37, 1035 (2000)], #J® (1) 
V±IB (2) F pBSIISK(-)/CC49VH *5«fcV pBSIISK(-)/CC49VL tft 

TAG-72 scFv-Fc IteaajftDXSll^— &tTF©«£3 fc ITillfe, 
±88 (1) 7?»e>tlfer^^^ b*pBSIISK(-)/CC49VH^W#*AccIII (^ffijSfctSf) 
EcoRI (SM«tt») T-riYb^s ^Jfc«£7>#n-;*^«&iMfrfc# 
QIAquick Gel Extraction Kit (QIAGEN %tM) %m^Xs $J 450bp (D EcoRI-AccIII *rJt&III 

Sfex (2) T*f#e>tlfer^^ $ K pBSIISK(-)/CC49VL &fflmBM AccIII 
£<fctfl8IIK»SeBB|gBI (New England Biolabs^tM) T5$tWlsau BtEJfcifc&T'jtfn— 
^KJ^U QIAquick Gel Extraction Kit (QIAGEN *±SO ^ 540bp O AccIII-BmgBI 

®T#£II]iKb£:o 

— ^ b YiWW^^Mm^^^—y^^ X h* pKANTEX93 $ffl|g&JKE££RI (^gj&fcfclg) 43 
cfcWRB^BjngBI (New England Biolabs*fcg0 ^Mlbfe, 7Uu— ^WH^ScHitttU 
QIAquick Gel Extraction Kit (QIAGEN £"fflV^ 9.8kbp g) EcoRI -BmgBI ffifM-frlnl 

^ffltfW&tlfer^^^ K pBSIISK(-)/CC49VH EcoRI-AccIII Hfr#\ 7*7^5: h* 

pBSIISK(-)/CC49VL AccIII-BmgBI ®rM**5 J; 0*7*^;* 5. K pKANTEX93 &n 

Ligation High %^Jg&8fflft:&$£) C<t D ^MM^^ff RHJtfe»[*fflV>T^»M XL1-BLUE 
MRF' m (Stratagene %M) mmUWk\,fco ><fc t)#r^X 5 K DNA 4 

H1£U BigDye Terminator Cycle Sequencing Ready Reaction Kit v3.0 (Applied Biosystems 

*fc») &Mv^mtt©i&i^»£t£oT.Kjs^ iu*±© dna er>^— abi prism 377 d 

pKANTEX93/CC49scFv-Fc tififfi £ tltz Z. £. £5tig bfeo 
2 . FUT8 jt^f y >7 7t? h IfflJ&l! ©£}£$B8& 

£%09 1 4 £KBB«<0 FUT8 3tfe9^*7>7 y#TOY ffl&X $> % Ms705 «k OTH 
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mX'$>5 CH0/DG44 «£?g£«Sfc LTffl^Ts #0£&609©# 1 ^TfffS^ Lfc£rC TAG-72 
'scFv-Fc mm^?*— pKANTEX93/CC49scFv-Fc ffifr Fc fcttin-rSHSBoaEg** 

flfc*:iaS©lfrTAG-72 scFv-Fc Btega«©5fe^£gffllB*J&lT©«}; 3 iz LTftMR bfeo 
8/zg©7"vX^ H pKANTEX93./CC49scFv-Fc £ 1.6xlO B fflJiS©Ms705i^M^V^^± CH0/DG44 
Iffll&'vxb* hD^lx— > 3 >^[Cytotechnology, 3, 133 (1990)] fci t)#A^ 30mL (D 
IMDM-(IO) [Ms705 «©^^tt^M?i(FCS)^, CH0/DG44 m©^^^^^* 

(dFBS) § 10%T*^tf IMDMigjft : GIBCO-BRL %fc8!UJgifefc:5$$§ U 96 ^x^Y^f^nri/- 
M&fe^-*5>f hftfOK: 100AL/^^;i'-ro^±bfeo5%C0 2 -r>^r^-<-^-F , 3T» 37°C. 
24B#^ig«Ufe^ 600/zg/mL ©M^T'G418 £^tr IMDM-(IO) *g*&£:fe^T 1—2 SIF^ig* 
bfeo #^^;i/A^jg*±?f^lHllRU ^«_hvS^©Ja TAG-72 scFv-Fc Hin^SfC 

(DM&^lk&lrZ^mffiM&n 3 IR^^-T ELISA&lC £ D^bfe„ 

ig^^t scFv-Fc (D$m>-&M#>t>nfcV ^^omWB^M^-DWX^ dhfr jtfe^it 
(Hm^iJMLTtri^^M^^O^-y-^gWt-s G418 £ 600/<g/mL N dhf r 3tfe^M)©£? t ' 
h*n^Jl7n^©|ia^J^^>^^ V M"3Hr— h (felTs MTX hMmtZ : SIGMA £ 
'50nM (DmmX^tS IMDM-(10)^ife^^b. 5%C0 2 ■< |*re 37°C, IS 1 Mmtg 

*U 50nM©MTX^»*^-r^tem^^mff bfeo MTX$ijK£ 100nM s 200nM tM 

#LLH£-B\ 600/zg/mL © G418 ^cfcTJ* 200nM © MTX IMDM-(10)i$flfefJi5iiW 

ti^gfe^^^bfeo mn^tzmmmm^iz^x, m&ft%imz&%m-MMfo & 

S»^5OOAdg/mL0G41843J;y f 2OOnM©MTX^tf IMDM-dFBS(lO) tgifeT*it$fiWi£fro N ' 
Jfi TAG-72 ,scFv-Fc MSM a»£^* i *^»iE»*Sfe£flM* Lfe 0 «© CH0/DG44 D 
»6>nfeJ^KflEJjW** KC1201 fc, FUT8 m£&mv; V ^Tf? Mfii D»e>nfe^JBME» 
«ft KC1200 i:«ftfcj-fc. 

3. ig«±vi*©tn;'TAG-72 scFv-Fc l»^gaR*|fc©«|j£ (ELISA&) 

i^JrCth IgG(H&L)JfC#:(AmericanQualexttM)^ Phosphate Buffered Saline (klTx PBS 
tmtt%)X$i%RLX ljug/mh h U 96 irC© ELISA — h (^-f =J±SD ^ 50/zL/ 

<>xmau ifit-^wbt«i?«. Hjfe^x pbs ximu i%^mty^ 

(JWTn BSA fc^gB-r-5 ; Proliant IncttSi) PBS (JglTx 1%BSA-PBS £^IS 
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?%) * 100^L/^^;i/T»iPXs MUX 1 mm%iIfotm:Xm&-fZ>m^*7u yPLtzo 1% 

bsa-pbs mfeMm<Dtgm±m% souuv^^xtox., an« 2 WfHHjfe^*fe. 

Siffe^N 0.05%Tween20 fc^tfPBS (J^T. Tvreen-PBS £mm?Z>) xmi*'&, PBS 

X 500^C#Rbfe^;i/^^S/^~-e«»-V^tn;k h IgG(Fc)trC^^ (American Qualex*± 
«)*^*tft(«g*i: b^*ti-'en50^L/^3:^T?in^.sSSTf lB$ISS/i&<*-fr}fcoTween-PBS 
"e^^ ABTS SR^[2,2'-T^y-t:^(3-^;i'^> N /^TV/iJ >-6-^;i/*>»)7 > > ; E 
n^Affi 0.55g £ 1L © 0.1M *:*>»i£««(pH4.2)fcS#U ^fflHlu^Ji^b7jC^^ 
l^L/mL "CaaiOUfcjS*]* 50/zL/»>x;i/^ft]*.T$6e3'*i\ 415nm ©P#3feg (JUT. OD415 
i:^iB-r^) £*3£bfco 

4. irt TAG-72 scFv-Fc Hl-^®a®©liM 

xmmom 2 ^-eft^tifein; tag-72 scfv-fc m&m&nzmm-r zmwrnmrn KC1200 

43 .i: V KCl 201 § *;ive ft 200nM MTX &-&tf IMDM-FCS ( 10 ) 1 x 1 0 5 »/mL £: ft 3 £ -5 IzMM 
U 182cm 2 7 3 (Greiner *±M) £ 50mL#&bfco 5%C0 2 -f >^^<-*— f*!*t* 37°C. 7 
BH6ig#U n>7;v^> hte&ofclS^-Ci&aLtfll &Bfc*U 2.5mL © PBS ~cm&&s 
EXCELL301 mm (JRH Biosciences^) 30mL ^ftXbfe. 5XC0,-f >#i^— ^— ftTf 37°C, 
7BFMtfets «fflW«^0lRU 3000rpnu 4°C©^#T' 5 ^ja©»j^«*froT± 
^^-^ft^ftHiRbfe^ 0 . 22/zm ?LS PES Membrane H^ttSSD &J8^Til»*n8bfco 
±jffi©*»TJiaiRbfc^«±k«kD Prosep-A U Vi$7%M) *9A&JBVvt\ SH#©fBl3§ 
»**^HtetSM*^m$ft*^«SI©tfi;TAGh-72 scFv-Fc BteKaR&*ft*ft 
illfco *&8£b£Jn TAG-72 scFv-Fc ^ft^ft KC1200 

ft-5irC TAG-72 scPv-Fc(-)43i , O c KC1201'K:«fc DffiS$ft**fiE TAG-72 scFv-Fc(+)i:*3B*r*o 

5. W TAG-72 scFv-FcHteSejt©#jff 

*«^©JB 4 ^aHHbfcift TAG-72 scFv-Fc(-)*5J;t>*tniTAG-72 scFv-Fc(+)©3lt«fl£* 

;^^I/3^^>K:7^-^ASM^bTV^^V^i^©ffl^JW.T©«t5^3bT«l^bfec 
(1) trC TAG-72 scFv T Fc J: Vtft TAG-72 ScFv-Fc(+)©)IS§!{S?©ffMffi 
&m%m TAG-72 scFv-FcK!^6K©^j3//g^^ fi»©*«c [Nature, 227, 680 (1970)] 

^o-csds^^ut^ u;i/T^ h-m^sa sds-page tmm?z>) £*rofc 0 
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b> (WT> kDa tmttZ). MjzgkftT XlZfti 55KDa ©7\*> h* h btl^iti^tlfeo £©ijg 

mfc^ scFv-fc i^iaso^i^, ^ii^c^T"e«^ hokde -e& m^i^Tx-it 

frffl$tl%£^5m& CProc. Natl. Acad. Sci. USA, 36, 61 (1999)] t— SfcU ?££©^ 
& 3 TAG-72. scFv-Fc(-)^ &XF#i TAG-72 scFv-Fc(+)-?!{iM/l^ — >#j)S^bT^3o £ 
©Cbfrks trCTAG-72 scFv-FcH^^irE TAG-72 scFv-Fc(+)J£gl$&;:-a-gtbfc# V ^7?- 

(2) mmtri TAG-72 sc?v-¥cJ6k&S&!R<DmffiJ&ftVr 

^mmmom 4 mxn nfcjfi tag-72 scfv-fc (-) & £ rrts tag-72 scfv-fc (+ ) ©msmus 

&»<^«IB«l*tf«£ET«SHbfc^ 2.0-4.0M ©H U 7;j/*nBWWS*ftiinitr 100 o C. 2-4 

**a^ailB«"elSfefeU JW-T l/r DionexM«l^«f^B(DX-50.0)^ffl^T 

^flfSfrofco CarboPac PA-1 *^A^ CarboPac PA-1 Jtf— h**^A (Dionex *fc8g)&/BV\ 
mmWLt bT 10-20nM*iMb^- HJ # A-JBM # >*$ffi!P8u It 500mMzf<®Hb^ h 



USE (#) 


d 


. 35 


35.1 


45 


45.1 


58 


(%) 


100 


100 


0 


0 


100 


100 


i*»Jfc (%) 


0 


0 


100 


100 


0 


0 



•y-^>J££ 4 iitfe^0#^ (yu-^ 1i^^Y—7^ v>y-*) ©jjsiriUfc&gfcH 
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fee k TAG-72 scFv-Fc(+)^H:73— X^^e^LTV^^V^»jtt©S!I-&As 9%T'$>ofe 0 

ft TAG-72 scFv-Fc (- ) 7? {* 7 3 -X © * «|fefcBIB#mTT? SofeCi:*f>, 7 =3 £ 

&±©Jtei* £ Ds ffi TAG-72 scFv-Fc !&•£«£»© N-^U n ^> l*£^«-&S«Hlft©a7c5ldB 
(*2SE) 

tft TAG-72 scFv-Fc ffi^£ U^r 

ssic^ (%) 

TAG-72 scFv-Fc(+) 9% . 

tfc TAG-72 scFv-Fc(+) ~100% 

f©&#l3 

trt TAG-72 scFv-Fc fek&Br&K©*5i£IMIIi 

1. *rC TAG-72 scFv-Fc H^g 6 H© TAG-72 »3SiMllSk:*f'r*J|g^®tt (ffi^tftfrft) 

f5*0U©*MST!»&*tfcift TAG-72 scFv-Fc(-)*5 J: Vfft TAG-72 scFv~Fc(4-)©#tMliK. 
©je-&«tt*N 7D-t^ h.*-* -EPICS-XL (Coulter *±S0 &ffl^fcM3fetfift3£fc < fc^T 
Mbfeo PiTOMi: l/tifi IL-5 Hbtntffc KM8404 [The Journal of Biological 

Chemistry, 31, 3466 (2003)] Sffll^feo 

TAG-72 Ktttfe^t h- T « U WlffiA&ffllll&ft Jurkat «S(RCB 0806)& 1 ^ 
fcD 2xl0 5 fflt^§ j;d^96 '>^;VU^ :7 " I/, -M F alcon4±M)^^U irC TAG-72 
scFv-Fc(-)s *x TAG-72 scFv-Fc(+) Sfcfil^&M^&SJrC IL-5 S$ftt MbJfift: KM8404 * 
FACSM&frtt (0.02%EDTA N 0.0596NaN,:fc£U t 0. 5%BSA £^tf PBS) TfJ$«|£# 0.016— 
50#g/mL fc#£<fc5K:#&biHfc#i8ift& 50/zL/^ai;VT««aiPLTx itfctft? 30&H£jft$ 
FACSffiWMT-2 0^bfe^ FITC«»JfcfcMgGl£fc# (Zymed *±M) &FACSJB 
8»»TC .20B#^b"C 50//L/^3i;vt?afftlUfco it^T^K^T- 30 #BLEj6$*fcffc; FACS 
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1&m%^9mte7jk{sfz 0 JfiTAG-72 scFv-Fc(-);fcJ;?>ln; TAG-72 scFv-Fci+^o^T&itS 

ik&mzMmamftmn vx& v , &mmx® jurkat mm^o^mmtmmx$> o 

^tt^M-r-$)^in; IL-5 g^#t MbirC#:KM8404 & Jurkat $fflK«^b^^o fc 0 W±© 
£ In TAG-72 scFv-FcH&^Jrb TAG-72 scFv-Fc(+)© TAG-72 |^MJ^& £ Jurkat 

SCFvgP^3#M^J^^l!$) D^iI©^tttrCTAG-72 scFv-Fc 

rn-sm a n sp t 3 mm 4> © ? ^ - * ^« t itm m m x & & z t £ ti tz 0 

2 . trt TAG-72 scFv-Fc © TAG-72 (ELISA 

t hft$tEB3fc© TAG-72 (S^v*±10 £ PBS X 1/Zg/mL fc#3§RU 96 ?C<Z5 ELISA 

h qm) iz s wvUtr^frxfr&vxmux— mm&misxmMzitrzo pbst- 

lXBSA-PBSSlOO/zL/^^VTfJPits S&C 1 I^IBaS^ttSStaSSffiS*^ 
D'^bfc, 1%BSA-PBS £B&£U 0.0032/zg/mL^50//g/mL CDM-gT*^ TAG-72 scFv-Fc(-), 
JrE TAG-72 scFv-Fc(+) &tztem&ttMX$>%W, IL-5 ggfrt Mb|rC#KM84()4 £ 50/zL/r>:n 
;i/t*AP^.v 2 V$m%.Jfo£"&tco MJfo^s Tween-PBS t?$i#U PBS X 500^ 

caife^W^F^y- HfaMfry^ttk h IgG(Fc)tfc#38ifc (American Qualex*±M) 

JEti^tl SO^L/^^^l/fJbx., 1 «||HlR*$*fe. Tween-PBS ^ 

i$fc#^ ABTS*S!?££ 50jttL/i>ai^TJiaitT«fi**s OD415 £«£Ufc 0 

£§JH£igl OHC^Lfe, JrtTAG-72 scFv-Fc (-)& J; ?>ln; TAG-72 scFv-Fc(+)&M$<??l& 
CSi«*e»4 TAG-72 t^T^ C t#5£fg£ tlx tO^ttSIJ^TJft^fc. — 
^fiatf**tftIL-5S^t h-fbtn;#:KM8404t?« x TAG-72 H^t50iifef,tl!5:*ofc= 
tt±Ouii*>^ #^bfe*|^3g©^S— ®SOtn; TAG-72 scFv-Fc i»#SeH©tftlH*C 
$>% TAG-72 ^©^{i s 8cPv|»^K:W«fl&^«g^T?*ofeo ^Sil©^ TAG-72 scFv-Fc » 
^SK©fii«^©3l&&filttlii5«PI<g*Cftofc^ JrCTAG-72 scFv-Fc(-)©JraMT-&3 
TAG-72 tz.tt-r&m&m&!&s fci TAG-72 scFv-Fc(+)© TAG-72 tettt-SSe^SttfcJfctfcU"^ 

3. trC TAG-72 scFv-Fc © Fey UlalS^fiStt (ELISA ^) 

Fey ggtf;IIIaK:fci\ N^©^^->^e>^*t 176 #B©T3; ^mXkDatfi?'^ 
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FcrRnia(F)h^i3-r^) ©^«u mm&tti&vcizM'tzm'&mm&mtez>zLh& 

»£ftTV^o FcrRnia(V)'*iVFcrRIIIa"(F)K:}***rstn;TAG-72 s.cFv-Fc(-)43<fct^rE 
TAG-72 scFv-Fc(+)CD$g-&?5&£«!b£Lfco SH^^ffl bfe ^ffift Fcr RIIIa(V) 

*5cfctJ f bX^>^^llFc7RIIIa(F){is &jfc^a##«£f1s*l«ft53*bfc. 

Y?*ttfc;*^S>>*^ift#(QIAGKN:fefcjR) SiRar^-e-fcrp— biC N PBSTf 1/zg/mL 
bfe fc > # Fc 7 RHIa(V) fc * > * Fc 7 RHIa (F) ft 

0.0017/zg/mL~100//g/mL CD fcft-Ctfi TAG-72 scPv-FcH&.SWitft TAG-72 scFv-Fc(+)ft 
50//L/£^l'*C*n*.x Mtf 2B#|iaEJS£"£fco SJfcgU #«^^;VftTween-PBS^#U 
PBS -e 6000 HfWBUi^^tftt h Ig(H&L)^^(AmericanQualex 

Jfeftv«-«>3i;i/ftTween-PBStf^U ABTSSSt^ft 50//L/e7^;i/T*Anx.T^^-B-, OD415 

J^JUftBl 1 la^bfeo ia TAG-72 scFv-Fc(-)*5ct^ TAG-72 scFv-Fc(+)&mg#c#ffJ 
K FcrRIHa *£-i:;W8B*C^ FcrRIHa fc^rfSta TAG-72 scFv-Fc(-)<D?js§-£r?S 

ttii. tft tag-72 sc?v-¥c(+)(Dm&m¥££tm^rmmizn^zkft7F$tifzo z&mmt^ 

— ®M©Fc7RIIIaCD#f$^c:*5^;^TI^I1tT*feofe„ scFv-Fc(-)*5<fc^ scFv-Fc(+) h 

FcrRIHa £(DfflK:1&&ftmm>$ti%:Z£&\)^ scFv-Fc © Fc mWts Per Ilia i:*fr£JStf 

4. trC TAG-72 scFv-Fc iSk^«eH©tn®T?** TAG-72 #^TT© Fcr Ilia Kg^Sffi 

(ELISA&) 

ift«CT?&£ TAG-72 ©^STTftft TAG-72 scFv-Fc Hl^SfiiC© FcrEIIIa(V)^J;V 
FcrRIIIa(F)^0^Mteft«!l^Ufeo «8^lc«fflL/fet^^i?>^y««Fc7RIIIa(V)* 
£T>*fc;*^>*^«FcrRIIIa(F)« N ^M-rS#%^^#^ft^bfe 0 

*^»J©m2^T*#Mbferi/-h^ 0.0017/zg/mL~100#g/mL©*BtTJift 
TAG-72 scFv-FcHSfctttfi; TAG-72 scFv-Fc(+)£ MuUV ^)]/7?mz., SST? 2 I^HHJfe* 
•Mrfeo Tween-PBS T?$5fei£U PBS Tf 1 jug/mL C*RUfet^5?>^^ 
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SFc7RHIa(V)^fettt^5 : -^>^^^Fc7RIIIa(F)^ SOuUO ^vx^U^ MWLX 2 
mm&Ji&Zittzo EM&k^ #<>3i;i/^Tween-PBSf^U PBS "T* 1000 felzifcWl bfe^l/^- 
^^>^--lf#l»ve;^tftt^^^>^^ift««8f« (QIAGEN*tSl) S-^MJ:Lt> ^ 
tl-etl50>aL/r>^;i/T^n^s fS*ei^«^tfe„ Tween-PBS T-#fc?f*gL ABTS«SC$[£ 
50//L/^^;Vfiin^T^^^ OD415 zmfevtzo 

^TAG-72tC^bT^tS't4^i6e>nfe^ JfiTAG-72 scFv-Fc(40T*&^#fg&£*i&fr 
ofeo #ll»J©tg2^THlfg£ftfc. JrC TAG-72 scFv-Fc(-) TAG-72 scFv-Fc(+) 

il©^t-^4&e>nfe TAG-72 izttir 3^M&0^J£U:£*£ < N £©d hfi. fa TAG-72 
scFv-FcH^fc&j/C TAG-72 scFv-Fc(+)#j^ TAG-72 h^bTV^ S^©^ TAG-72 
scFv-Fc TAG-72 scFv-Fc(+)© Fey RHIa fcpfrf-r&^^'&f;^ jfiTAG-72 

scFv-Fc(-)©##irC TAG-72 scFv-Fc (+)<£. D ^^^bTV^o £fcs FcrRIIIaO^- 

BilfiH^^b^^X^^ TAG-72 ©?££TT-<D FcyRIIIa fcfcff -5 Jn TAG-72 scFv-Fc(-) 
©^Sffitts FerRIHa ^^f-T^^TAG-72 scFv-Fc(+)®^tS'|4 £ t> 
*k ^^';>M©FcrRiria (.V) ^l^Tte: TAG-72 scFv-Fc(-)i: la TAG-72 scFv-Fc(+)© 
Fc 7 RII I a fcfcf-T £ SMttCi^ift & o &„ 

5. tag-72 ^m»£*t -r s mmmm^m(Dmm(mc^m. ^mmm 
nmm2(Dmim~znbntzWimmTkG-n scFv-FcH&j^MMia tag-72 scfv-fc(+)© 

in ntro.|fflM*rS'l4^ffPffi-r^fei6 N TAG-72 R§4£T-&3 t h T«MSy >^M&3&fM* 
Jurkat mmztt-fZ ADCC ?S*£&x MSA h*^- frZWMVfe^? ^ 61 Cr 

mmmzk % adcc^^t©^ ci-c^ife, Pttt*tM©«i«i: it, tag-72 

#$§gJbTV^V^J«^&;g, Raji« (RCB 0806) fcfflV^o 
(1) ^«J^W«©^ 

Jurkat mm$> 3 V^ Ra j i £ 2 x 1 0 6 «/mL (Dm&te & 3 £ 3 £ RPMI 1640-FCS ( 10 
[FCS^10%^tfRPMI1640igii&(GIBCO BRL^fcM)] fc«»U WI»3CT-&£ Na 2 61 Cr0 4 & 
3.7MBq^*Jn^.T 37'CT' 1 B$HMJft;*-t!\ iM&£W^»bfc„ SJfo^ RPMI1640-FCS(10) 

^i[bSfflv^tM^t^*5i^M#^D^g•r^:^:t J: d 3®^bs^RPMH640-FCS(io) 

U 4°C^30^»4'«©bTSfe*r^H&g^M^-e-feo »^ 
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RPMI1640-FCS(10)ig« lOmL iDit 2 xlo 6 «/mL fcWiU H^lM^i: L-fco 

(2) tb*7***—wmm<Dmm. 

. M^A*M50mL£»(U ^'J^hU^A (Mllffittll) 0.2mL *Jo^L«^K: 
^Ufeo CM Lymphoprep (i— -fb^SIS^UH) ^i^tfffl|i|§ttiotTOfl^ 
^IW;. RPMI1640 igifln? 1 UK RPMI1640-FCS(10)*g*fe-£ 1 ®M>t\frM^Xffi&m^ 
RPMI1640-FCS(10)igife^Px.-C 2 x 1 0 8 «/HiL HIH t h x 7 x ^? ^ -iMSt t b , 

(3) ADCCM'I4©« 

96l)xjVU?l57l/-h (Falcon *±®0 <D&&*)Wz±U (1) U^W^iMUfijM 
<Z>50/zL (lxio 4 «/«>^;v) SMlfc. &^T-±fB (2) fiiMbfeh h*7*t?* — jgffl 
mfeffi&m/uLl (2xio 6 «Bje/«>3i;w t ijfflJ3&£«i&®|)}g©J£& 20:1 

«JL& 0 BK N JrCTAG-72 scFv-Fc(-)£#:J;*|rC TAG-72 scFv-Fc 0.000094 
~50>ag/mL fc&*«k-5 fcUrafcT^** 200//L i: U 37°CT* 4 l^|HlK^$*fco M/iS^. Sift 

fes a: 7 x. # * -MM 3 *&£*g<z> 51 Cr fiii N ^fi<j«^^*5 <fc irtWi8*©ft;fo t> igife© 
ADCCM'14 (%) ={(#1f>r;i/»ftT!<O u CrJI-3i7i^^-iilBIJee^«o 51 Cr g-|!M|jg 

g«© si crt) / m&3mm±mmiD si cvm-^mmm^mm(D ii crm xioo 

MI13KLfco H©AlC5%$n««k5^s JrtTAG-72 scFv-FcHicfctedfi TAG-72 
s'cFv-Fc{+)^t5VN*t. TAG-72 &§<MJ8&T-& 3 Jurkat fflflSlcft L-C»K<fe#fl9fc ADCC 
K«> £> ftfc » V> 1"ft©ifc#M 4k irC TAG-72 scFv-Fc ADCC tS&filrC TAG-72 
scFv-Fc(+)fc«fc$ADCCtSi£«fct>$EKx S^ttl&g^fc la TAG-72 scFv-Fc(+)i: 

J±^T#C TAG-72 scFv-Fc(-)©##jff < N ^TAG-72 scFv-Fc(+)#jfi TAG-72 scFv-Fc(-) hlsl 
^©ADCCM<f££^£#>£& N lO00te©»K* s *&£ , 'C;&!K #fH»J©Jg 2 3l?«K*n& 
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trCTAG-72 scFv-Fc(+)£cfct>*iri; TAG-72 scFv-Fc(-)©JruJI*-e&3 TAG-72 tZft? &1&£m&<D 
gJSUiOjiVMtf&ofco — # x 0©B £55*5**1**5^ TAG-72 Bttt-C* -5 Raj i«eHSfc*ru 
T «x scFv-Fc (-)jSkZfi scFv-Fc (+ ) it t & £ ADCC MttfcfcRtf) £> tlft o fc„ 
JZUXDZhfr^ in; TAG-72 scFv-Fc(-) fcJjUs TAG-72 scFv-Fc(+)©B8K:t* N & Fc ii[-£rgG 

UMB©3B7D*JB© N-T-fe n it * y \z 7 n L T V > ft V n Fc £ «©*!!-£■ 
tCfctUfffcofco C©ffl^rOMA s Jn; TAG-72 scFv-Fc(-) fcirC TAG-72 scFv-Fc(+) h<DT£(D Fc 
rBIHafc:*r'r*«S^?Sffi©ISTf* Dx Fc r Ilia ^^-r^^rSttoMA 5 ADCC M'ffi©^ 

FUT8 ^B=?-#7)\/; yZTV Ymmz&ZfcmZl scFv-Fc ©»3S 
1." JfiMUCl .scFv-Fc#&^**— ©ffOR • 
(1) scFv-FciHffl|63B^^^— pNUTS©«ISI 

flJte^l 2 1 ST-ft^byfe pKANTEX93/CC49scFv-Fc hiZ^ scFv-Fc * b < {* scFv 2 -Fc 
^n-K-rS^fB^J^A-TSfeS)©^^^— &J2*T©<fc-5 CltiiUfe. 

HJte#l 2 ©£§ 1 JHT-fmbfc pKANTEX93/CC49scFv-Fc £ s ffiRSHjR fifloE I 
QM) fe«fcVSEft I (^aSttSD ^ffiV^T^Difbfe^ Mung Bean Nucrease (M3£*tM) 
£^T5fc*8©¥*&<b ( K/&£ffofco KJ&^L RSJfe*t Ligation High^ft (3#E#^*f: 
M) %1m?LTMmfcJfo&m\ KS/fo$t£ffl^-r*J3§«XLl-BLUEMRF' m (Stratagene*fcSO 

&&mmmvrzo mbnfcmwmmMAzti—y&b&T'^xs. i»j)na*w«u BigDye 

Terminator Cycle Sequencing Ready Reaction Kit v3.0 (Applied Biosysteras ttSSO ^fflv^k 
TWOiMtlotSm TO© DNA {r>1*-— ABI PRISM 377 iZ «k 5; H 

©*M3SBai&JB*rU SB1 4@t^ll577^5 H pKANTEX93/CC49scFv-Fc(B-S- ft 

iB^J#-^77^^^n^^SB^J^JWT©¥iliT*iStj-bfeo RiBJUtcttx 'RIBBI&r 
H«l^An^fei6©$iJPi^m^iB^J (5' ;«<Pj|#EcoRK 3' «K1I# AccIIlX 
Signal B»B*ri*- VTZi&mSM (fflmmm Agel KttS?ll^«rX :fc£VKIB?!|it'fc**: 
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2 tt<D Vff:fe«fctfVL ^«a*An.*fc»©«iJ|S»3RBi»iB2?U (5' 3fcMI£ t) BamHI, Seel 

S^ibfets [Molecular Cloning, A Laboratory Manual, Second Edition, Cold Spring 
Harbor Laboratory Press (1989)] t^ot 2 DNA ©7— — 'J >^M/fo£frVV ft 

e>ftfcDNA#-fey t-^7^D-7yjHItlj;«tU QIAquickGel Extraction Kit (QIAGEN 
*fc«{) StffiV^ J» 80bp © DNA tftf&IUKbfco 

±IB©^X^ KpKANTEX93/CC49scFv-Fc(B-S-)^MRB^EcoRI (^JtttSD & 
cfcWJPl^BamHI (SiB&ttSi) T?tg<b^ TtfV-XtffrmmfcmizmXs, QIAquickGel 
Extraction Kit (QIAGEN %tM) &/8VvTn ffi 10.5kbp ©WJt^®iKbfeo 

±ffi*Cl$S>ftfc*& 80bp © DNA«/t 5; K pKANTEX93/CC49scFv-Fc(B-S-) fefe©$r>j- 

fc&x Ligation High mm {MWffimttM) &m^T&£EJ&&ft\ l ^ ^MiiS^^ffl^T^I® 
Hi XL 1 -BLUE MRF' ft (Stratagene *±M) ^Kte^bfeo »&ftfc^KIBiM*©*n->«fc 
^ K DNA £tl|§gU BigDye Terminator Cycle Sequencing Ready Reaction Kit v3.0 
(Applied BiosystemsttSSS) %m^XWitt(DMmmizti£^TfcJi&^ [§I%t© DNA is — -Jr>1f 
ABI PRISM 377 D#7?^ 5. K£3f A2*lfc cDNA ©ifiSBBJII *»*f U M 1 4g|t^ 

b^r^* 5. h pnuts jwe>nfciii:sa«bfe. 

(2) foMUCl x^*^ ^D— ^;Vjfafc©VH£ri — DNA <E> pNUTS ^<?7$ — ^©# A 

MUC1 %WmmzmMT% -r^X^SPu —rjvfflt C595 [British Journal 
of Cancer 76, 614 (1997)] © VH §3- Kf* DNA fc'JSTRD.fc 5 fc pNUTS — £ 

JfAbfco 

IB?!J#^8O{C^$n^^aiH^J^OT0^JliT-iSt|-bfeo £-T\ ;r-*^-* (Genbank 
Accession number/S77034) ©JrCMUCl 7^^/ ^D— ^;i4n;#:C595 © VH ©*ga£IB3R.lti N 
British Journal of Cancer, 16, 614 (1997)fcl3«©fftMIJCl 2 Dv-tj^ C595 

©VHOT^^i^iajlJOd^ N5ldH^«kVC5l5«©^tffi^t-*^iB3«JA«>i5»cbTVNfc 

iK* IZb&MOs trC MUCl V ^ y ^ D — ^-;VtrC^ C59 5 © VH ©iSCP ^ y WB^^^M U scFv 

^^^feVH©^aiB^J©5 , iai^s mm^?*-te#u—->y?%fc&<DmwLBmAE§ifflm 
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BB#l4?J;t>* Signal Z'WMS. U >*-*zi-\ t T2>MmSM&& tfftll&B&g Mil 

{pji^ e>^j 120 i&g-ron- 4 *©jfisiffi?uic:^«i u m v&^mMmm^oMVmom 20 i&s 

^f&DNA (77XV^til) ^llfe, 

ttt»«fi**0.1^Mi:5&:*«t5^ PCRSJ6«[2.5units KOD plus DNA Polymerase 
SfttSDx 0.2mMdNTPs^ lmM^fbv^^ A, DNA Polymerase ®ft© 10 faWkSt PCR Buffer. 

& 10 #© 1 fl^3"£tr]&»HU DNA tf— ^-GeneAmp PCR 
System 9700 (Applied Biosystems #jR) £fl§V^ 94°C^-C 4 #H3;Mb£:^ 94 0 C£T 
30» 55°C£T30#Hx 68*CK:T 80 -5 1 1M^;V£bT N 25 *M 

fr^ofeo PCR St. ^Ea&$££T#n— X^MiftiW&fcttU QIAquick Gel Extraction Kit 

(QIAGEN*tSQ fcJBV^ *&400bp © PCR jg» £ EUR Lfc „ 01&bfc PCR^^ffiilRBP^ Agel 

(Nippon GenefcfcR) &£WMIBB|tjR BamHI (Siffi&fefclBD T!$IWblfc> BlRjfcift&Trifn-;* 
^;i/«St*»k:^bx QIAquick Gel Extraction Kit (QIAGENttfft) £fflV>T. 15 400bp © 
PCR®r#£lHKbfco 

#3! (1) T?#Sbfe77^? KpNUTS^M^Agel (Nippon Gene*t») 33 
ftURBBDKfianm (^K©M) -CflMbSL yifn— ^y;Mt«*»»cttU QIAquick Gel • 
Extraction Kit (QIAGEN ttSK) &ffiivt % 15 10.5kbp ©if^^HliRbfeo 

±fBt»f#^nfe^J400bp©PCRif^i:^^^ KpNUTS &*©•?#£ &s LigationHigh & 
'«t (Jft#«S&»ttSft) *«VVCJH6fiJS«TV\ MH^^ffi^T^raXLl-BLUE MRF' % 

(Stratagene fctSO bfeo » bntzMRim&a* D— > £ D 5- K DNA 

^ISMbx BigDye Terminator Cycle Sequencing Ready Reaction Kit v3. 6 (Applied Biosystems 
*±SO ^fflUTWCMtfqtMm PU*fc© DNA >r>1f— ABI PRISM 377 «fc D 
£■7"^;^ Kfc#A£ftfccDNA©^BB^J&JB*rU »15ia©A£jj*bfc:77;*^ K 
pNUTS/HM #f# ftfc C i: &flft£ b o 

(3) JrtMUClscFv-Fc^^^^-©^ 
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±13 (2) -CftSi b fz pNUTS/HM MUC1 V ^ * ^ ^ D — ^;i/jfi#;© VL £ — p f § DNA 

\Z7p$n%i&&mm%likT(D^M-em.§t\s?to SO?, =r— *^<— ^©JrbMUCl * 
ve/^^y ^ 0—^1/^0595 ©VL©^1B^J (Genbank Accession number/S77032) fi s 
[British Journal of Cancer, 16, 614 (1997)] icfSf^fcxMUCl T-^^y ^ D— 

^virt^ C595VL ©7 ^ y ^ia?u© 3 *»s N*^«tt>* c *$§§©— gp^^-r^^gajij^ 

IH^C^^fBmcJriMUCl * u—j- C595 © VL 0l7^ySlS^ 

m u s cfv mas b vl © t * j msm ^n-^ts^at i&»ie#j £ b £ „ ^ ©' £ 

5&3/CMUC1 vr^^Ey^n — :M4ivffcC595 © VL — h'-r^^SlB^J© 5' fiflfcls 5B3g^ 
£ * — \z Z n — n > 3 fe #>©«filfiil BamHI Wmim*> <fc U > fJ - £ =t — h* T % 
mm*s f-r%ffi3£iB?U43J;V«iJISBai*£BftCI fgfBIE^J£ttJnb£o 

5' JHHBfl.fr 110^-ro^4*©Jg»iB^J^i!JU S!|t)^3^»lBJlJ(i-e©*Sg©^; 20 

ummw.^, *^*e&*«tafcu ia3Wt86. 87 n 88*5<tt>*89^^ti^ti^$ti^ 4 

4*0^DNA<O5^WS|i|KHfta"r* 2#teo^Tfcm*S£fr"0.5,u& tf H9© 2*t^^ 
Tfcm^fr 0.1/zM£&3cfc5K s PCR£j5feift[2.5units KOD plus DNA Polymerase m&ffi 
mWBk\ 0.2mM dNTPSs lmM^bv^^A^ DNA Polymerase $SHtf© 10 fg^Jg PCR Buffer 

mnmm^M) *10^©lfMR^tr]*aWKU DNA if- ^-GeneAmp PCR 

System 9700 .(Applied Biosystems 1±tS) fcJfl^Tx 94°C^T 4 ^fflita^bfe^ 94°ClCT 
30#>HU 55°C^T30#H. 68THZT60#Hfr£&3H/fo£l^-l'^;i^b > T\ 25 VJPfr 
ff^ofeo PCR^ N iMJiSiS7^D-^^l/iMfitttlv QIAquick Gel Extraction Kit 
(QIAGEN:M)£ffl^T^ 400bp©PCR j^l£|sUKbfcolH|i&bfc PCR jg^£#JITOIiiBamHI 
(SUM) &J:tPfflm*BDftCI (^S&ttSi) TJaWbSU iSJ!St§7)?D-^WH 
^ifci&fc&U QIAquick Gel Extraction Kit (QIAGEN Sffl^ts i?$ 400bp © PCR B?r#- 
^0iKbfeo 
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« (2) KpNUTS/HM*#JBB»3RBaBffII (^BmfcR) 

ISBIfgPmaCI (£$B3&fct«Q "CSHb&x 7#n-*y;i/«£Ufcifr£:ttU QIAquick. Gel 
Extraction Kit (QIAGEN*±gO &JSV>Tx ffi 10.5kbp ©$?#"£ IHiKbfco 
±BU»6nfcl& 400bp © PCR ifrtr^U* pNUTS/HM E&3fc©Kfr>i-i:£. Ligation High 
(3fc#»5»fetJK) &ffl^T$fi|!&Rj&*fTV\ XL1-BLUE MRF' ft 

(Stratagene *±«0 fcJ&JWEtftUfc, #6nfc^JWKjM*©^p— >J; t)#r^^ 3; H DNA 
£fll!£bs BigDye Terminator Cycle Sequencing Ready Reaction Kit v3. 0 (Applied Biosystems 
*fc*0 *MVNt^#Oittg9«^oT^iiS^ |ntf±© DNA >>— ABI PRISM 377 D 

2 . FUT8 jtfe^^^l/ J v 5 7 *7 h jUBUaT? ©gc^SI 

1 ©Ig 4 SilCffl*© FUT8 m&frtr7A'S V?7Vh MMX& %> Ms705 £0*31 

t 

ftttzm/mim&te&mb. vxm^x^mmmcDmimx^mvrztnmjci scfv-fc 

$BS^**-pNUTS/scFvM-Fc £z»AbT N JrEffcFc tetter 3 -SMcDin; 

' muci scfv-fc m&m&n*&mir%Mnmwm%$mm. 2 ©ss 2 ^^fB«©^^^oT# 

mmm 1 4 s&=gB«$© futs mB&v?^; vzt*? hmmx$> %> ms705 m&js&xm 
$tx~$>% cm/dGumffi,%m±MM£ Xsxm^x^mm&mimx'ftMvfctjimci scfv-fc 

Ig^^-pNUTS/scFvM-Fc SiAbt, intffcFc fcftiPt-*»«fi©«l3g**M**=SKS©Jft 
MUCI scFv-Fc mtt&K0&^mffl&&&TF(D&5 iz bffNSS bfc„ 

8/zg©^^X5 K pNUTS/scFvM-Fc £ 1 .6 x 10 B ,«© Ms705 |ffl»3W£ CH0/DG44 ifflWS^ 
hn#P— ^3>&[Cytotechnology,3, 133 (1990) ] »c J: D^A^ 20mL © IMDM-(IO) 

[Ms705 «©^^««i^j&^(Fcs)§ N cm/dGumm(Dm-^iatmm^iisLm (dFBs) & 

10%-e^tf IMDM^ife : MB00-BRLtt»]«*ftfc«9(U 96 ^D7l/- h 

-*^h*±S50 100^L/C7^;i/-ro^±bfe„ 5%C0 2 -f #-|*n? 37°Cs 241$ 

ua«f«bfea. iMDM-(io)^jft^43^r i~2iMufe= =&^i;^e.^#±MSEHRu 

^#±^*^£*l3i/CMUCl scFv-Fc lhHlg||l«9aiM 2 ©S§ 3 Wf3«4© ELISA&-&3 
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ig#_ttt scfv-fc (Dmm&mtobntzo ^(Dmnmmkte-o^xte, &mt at^it 
m%k%mm ^xm^^mw^mtiw^^^m^x, (M r m^mmo^ t k nmmmnmm® 

mmm-e&%MTX £ SOmcDmmX-StS IMDM-(10)igife&::«U 5%C0 2 ^ >:3F-i^-#-|*j 
£ lOOnM. 200nM £M®.±W$1£, M^m^ 200nM©MTX £^tr IMDM-(10)J^±lfe-eii5fiRr^)fe 

mH&mz 200nM©^-e MTX IMDM-dFBS(lO) igife-eif ^RTf&fro, irEMUCl scFv-Fc 

Ife^-geK^M-rSff^te^tt^^t bfeo §&*© CHO/DG44 M£ Df#e>tife^®^mtt 
£ KM3487 £s FUT8 jife^^W y *7Tt? h«T*&3 Ms705 Dftkftfc^Mfegltt 
&KM3486 h^n^tl&mifro 

3. JrCMUCl scFv-Fcift-^ga^©«M 

^gatea©** 2 mxmiotifctHwci scfv-¥cm^m&m^mmt^mmmmm.mm3m 

43«fcl>*KM3487 ^-^tl^n 200nMMTX^^tf IMDM-(IO)^ 1 x 10 5 M/mL htz % & ? izMW 
182cm 2 (Greiner ^35mL^ibfeo 5%C0 2 -f jx^— # — 37°C> 7H 

i 

IMU n >37;ioi> h lZtevfcm)&X'1gm±m 25mL © PBS -«$f^s EXCELL301 
Jgife (JRH Bioscience's ttM) 30mL £&Abfco 5%C0j -i* V^j-^.' — — F*3T? 37 0 C N 5 HF^Jg 
«bfc^L IfflWM^HIlRU 3000rpnu 4°C©^#7f 5 #^©»U>#llt£fToTi:?jf £^ 
ti^tiHHKbfe^. 0.22//m?L^PES Membrane Mu*#.m) *ffl^TSi«|bfeo _h£li 
©#&T'II|i&bfc^#±^J;t> Prosep-A U VX7%tm) ti^A^m^X, mnommm^ 
m\ KM3486 *5j;t>*KM3487 , r^m$tL-5zlMM©^MUCl scFv-Fc m&W&'m&^Mtim 
life. KM3486 b£m£ft3*ltSlbfctftMlJCl scFv-Fc 

JfiMUCl scFv-Fc(-)*«tWfMESM*KM3487 t)*S**l*«l«ibfctfi;MUCl scFv-Fc ife^ 
Ifigit inMUCl scFv-Fci+Jil^n^tl^fB'r^o 

4. iW^JfiMUCl scFv-Fc»&SfiK0#*r 
*IIJfi«I©flS3S*e»j»bfeJn;MaCl scFv-Fc(-):fe«fcVKMUCl soFv-Fc(+)©3|»Saaf^«kV 

;vn -y- ^ > c 7 3 b"C v \ & v >fflA<Dm& * OT© «fc 5 c b r flggg b feo 
(1) irCMUCl scFv-Fc(-)^3«fcVtn;MUCl scFv-Fc(+)©)l»i^©fNffi • 
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&mmm,wci scfv-fc w&m&m®® zue &m\mmm 2 ©si 5 a(D^ot sds-page 

%ft-?fzoffim%m 1 6E£**bjfco m(DA3o&VBm^ jftMUCl scFv-Fc(-)Ub — > 3jC 
trCMUClscFv-Fc(+){iP->4^^ti^n^bfeo iti6^ffiR©»SBlg6KH:*n*tu 1^ 
CD A \Z^Tim7^^T"^itm HOkDak H© B K^"r«^^T^{*^I 55KDa ©A> K £ b 
TtfefcH&ftfco KDfeStts HlfeM 2 ©3! 5 ^ (1) ©Jg^fc— Dx irCMUCl scFv-Fc(-) 
33 <fc tfift MUCl s cFv-Fc ( + ) t± B & fc/&gt bfc# U^7?- KMi: b^fSgi^ft-e^S £ fctfjjslg 

(2) mwmmci 8c?v-?cm&&&K<Dmmm&m 

^.mmmomzm^n^ntzmmci scFv-Fc(-)*sj;tmMuci scfv-fc(+)©^»^s©# 

*fflj*#*r&£Jfi0a 2 ©gl 5 m (2) tcSB«©*«sK:«£o*CfTofe. 

0 3 mz&m&'m(DmmMj&&iz& d tw&avsx ^ n-7* u 3 ^> ^^i^c^K) 
^ mmM™3m(Dii--7-te?-)vtr)vzivs. >£73— *#*g^bT^&^»M©ifl^£^b 

JrCMUCl 8cFv-FcBl^Sejt©7 3-^^^«f«©»J^ 

(%) 

JtlMUCI scFv-Fc(+) 9% 
JruMUCl scFv-Fc(+) —100% 

JnCMUCl scFv-Fc(+)T♦^i73-^7bs^b•rv^^V^M^©ia•&A s 996T!&ofco— #stftMUCl 
scFv-Fc ( - )-f « 7 3 -7 © t^- 7 tt*ftiBRB#ttT*C ^ofeci:*^ 73—7 bTV ^ 
fc^ttWoftl'&tt&tS 100% ktifco 

fiLh©IS*J: D n JrC MUC1 scFv-Fc S^HfiSt© N-7* U 3 h*l£l^llrM^M©^*$S8© 

N-T-fe^;v7*;i/3-9-^>^« s 73— *#j^bw&v^fc#^$*i;feo 
JrCMUCl scFv-FcIfei^fiSI©«fNffi 
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«^J4CD^3ST-f#^)tlfetn;MUCl scFv-Fc(-)£<£t>trCMUCl sc?v-Fc {+)<DMmMS,(D^ 
£rrS4££s 7 h^-*-EPICS-XL (Coulter %tM) *m^tzMX>im.mz& otffi 

bfco 

MUC1 ittlJgtfeSb h?L^*^«T-47U«(ATCC : HTB-133)£ 1 V^^mtz t) 2x 
10 5 »&3 £ 3 £ 96 t> i^U^7l/- h (Falcon *±i2H-#i$ U JrCMUCl scFv-Fc(-)& 3^ 
fc^MUCl scFv-Fc(+)£ FACS ffli^»T"««>b s 50>ug/mL J; o {C#^bfc}fi#:*§r-i££ 

50AL/£:n;VT-m&DbT. ^K^T' 30 ^M^^^fco FACS mMmWLX- 2 ^Tci^ FITC 

MSHJrEt: h IgGl Jfifl; (Zymed*±SD £ FACS fflUMtt- 20 ^#i§Rb*:<&©£ SQju^/V^JV 
tliPUfc, jfcteU^ktfT? 30 ^HIRJte**fe^ PACSffl««ffftTf 3®^U 500/zL © PBS 

jWJS^*aBajij!IBIJSCov>r*l^tll©il#*fTo^o 

JjgJJl£fgl 7HC*lfr. JriMUCl scFv-Fc U^MUCl scFv-Fc T-47D «M&K: 

WbTttfg^&^U Rajiifie^K:*fbT{*3(g^-*^$«C3&»-3fco i;fcs iaMUCl scFv-Fc(-) 
fcAVRMDCl scFv-Fc(+)©T-47D«^6Difg^?S^fiPI^^^^fea J£JLt<Z> C £> N jfi 
MU.C1 scFv-Fc(-):fcJ;lFtfiMUCl ScFv-Fc(+)© MUC1 Mm&M"e T-47D MM^Olfe'&lt, p c 

B-&sesi©3cFviB^t3WSfi«;«:ii&6'T?»bx ^©^ttinMuci scFv-Fcu^aesoFc 

2. fciMUCl scFv-Fc © MUC1 «g^?Stt (ELISA&) 

t r-<fr?&&3fe©MUCl (Breast Tumor Antigen : ^vfcfcR) £ PBS T? lOOunits/mL £#IR 
bfc&> 96^©ELISAM7*P— h (£^:K- ttS) 50^L/^i;i/^au Si&Tf— 1$ 

TOabTis*^-a-feo PBST-to^ i%bsa-pbs £ ioo//L/->rc;vi?Aax.s Mi? i mm& 

Jfe£*^^r3*Stt2££:7ny*bfc, 1%BSA-PBS &|ifc*bfe&x Neuraminidase (^>^x- 
M) * 0.005units/mL©«ftT?s Pefabloc (Roche %M) & lmg/mL ©^T?*ft**i^t* 
PBS £ 50/iL/e7^;Vl?^U 37°CT- 20 ^§gbt MUC1 ©jraS^l/gMbfcffofco MjBfc 
^ PBS-C^U 0~10/zg/mL©«T-JrCMUCl scFv-Fc(-) £fc&JrtMUCl scFv-Fc(+)£ 50 
tiLl*?*)VHm^ SfiT? 2 «rHSii6$*fe. SJte« N *^i;v*Tween-PBSTf^U PBS 
"C- 1000^c#|Rbfe^;i'^-^->^-4f«^^tj ! ct h IgG(Fc)ifi#;*g$r (American Qualex 
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Tween-PBS X-®,W&s TMB»f|$t 0>^T*fc») * 5Q/jLL/* *JVn1mZ.Xft&Z^ OD450 £ 
«U&o Sfes Ktt^fM^LT. t h#$tft5fc© TAG-72 0>^v*±M) ^jf^-frfe^ 

mil8 0!iilf:, ^i£DA{3^$n^J;9i3 N JJtMUCl scFv-Fc(-)43 J;t>*Jn;MUCl 
scFv-Fc (+ ) &3 S MMt* & £ MUC1 ^jjg^-T? *i N ^ ©^fciirCMUCl 

scFv-Fc(-)43c):t>*JrCMUCl scFv-Fc(+)r^{5(SWt?fe ofe„— # N |2I© B £ a fc\ 

Kl£ftM©^®T-&3TAG-72 MMT^ trtMUCl scFv-Fc(-)£ ct^irCMUCl scFv-Fc(+)^ 
fcm»£>ft&frofco m±©cii:^^ s -^MbfeMa^CD^^^-M^CD^MUCl scFv-Fc 

3. JrCMUCl scFv-Fc©Fcr^^IHa^rStt (ELISA&) 

FcrRIHa(V)^fe{i FcrRIIIalFH^-T^JrCMUCl scFv-Fc(-)i5cfct>*iaMUCl scFv-Fc(+) 
©*Hh^rStt^ ^#9 3©^3^tCfB^CD^^-QTSiJ^bfeo jfiMUCl scFv-Fc(-) 

SfefitaMUCl scFv-Fc(+)fi N 0~10^g/mL ©M^T'SW^^nUfeo #g^&TMBg 
St*i££fl!V>T#8&;*-M\ OD450 ^SO^bfeo 

^^19Elt^bfeo m<DAlZ7jk£ti%&5iZ, JrCMUCl scFv-Fc(-)*5 e kt>*JftMUCl 
scFv-Fc(+)MS^c#^^FcrRIIIa(V)(c:^^^^i;^!it^T-^. trCMUCl scFv-Fc(-)© 
FcrRim{V)tett-?Z>m&mmt, JrtMUCl scFv-Fc(+)©FcrRIIIa(V)£;ft«^*g<ttJ; 
i:b$*LT^K:^C£#^£;ft,;fc 0 H© B t3^&*i;g> £ d Fcr RIIIa(F){3i5 

V^tloMiC&gjre&ofco £/fcs scFv-FcH&itf scFv-Fc(+) h FcyRIHa iKDM^B^ 
timmZtlfzZt&b, scFv-Fc © Fc MU&> Fey Ilia fctt6®ttft«Wrbfc^T««3BbT 

4. tn;MUCl 8cFv-Pc S[-&S6e©fiWRT?fe* MUC1 #4T"C'© Per Ilia |g£^Stt(ELISA 
80 

JfiKT!&SMlJCl ©#ffiTT*Jn;MUCl scFv-Fc ifc-^SSSf© FcrRHIa(V) £©J^7S4££, 

mmmzomi^t^m^mz^-oxm^tco M«tjrtMuciscFv-Fc(-)^fe« 

InlMJCl scFv-Fc(+)fck 0~10//g/mL ©MT-»LTfrofe 0 »^»4TMB3SK«ESffl 
^-£Sg££i*\ OD450 §«I^bfeo 
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$£%k*m2 0P:^Ufe o JfiMUCl scFv-Fc(^)fi^^#fltJ^Fc7RIIIa(V)43«t^JnJl^ 
**M0C1 t*fUT3!ir&SttASB«>t,*ifc*« x fciMUCl scFv-Fc(+)^«S8fi#^&£ftfc;&>c>. 
fzc Z(DZ£frt>s tnM-e&ZmCl ©#;£TT*©Jn;MUCl scFv-Fc(-)© FcrRIIIa Jc***ra 
ISfcffittfcktftMJCl scFv-Fc(+)© FcrRIIIa *Hlf^Stt«fc D fcffi^CI fcjWSKSftfco 

±fBH$j0!l 4 (DM 3 ^T-ft^ftfcJrCMUCl scFv-Fc(-)j5£ VifiMUCl sc'Fv-Fc(+)©2WK?||l£& 
© in Yiiro_«IJS**S<4*i ! MBi , r * fe«> MUC1 BM£*ffll&T?* 3 t b?Uffi&»« T-47D £ 

*5s S«£jnMUCl scFv-Fc (-)££: »*rEMUCl scFv-Fc(+)fi. 0~10,ug/mL ©mKT-m&D L ' 

&£&SB2 HI©Afc:^£*l3«fc5^ ifiMUCl scFv-Fc(-)^fe«in;MUCl 

scFv-Fc(+)^*5VMT. MUC1 T-47D fflU&fc:** btittt#«J* ADCC «Hft*«K«> ' 

£> *U trC MUC1 scFv-Fc (- ) © ADCC rS&fitrt MUC1 scFv-Fc ( + ) K: «t S ADCC ftftk <fc t) <b T%fr o fc c 
Sfes^^ciWJfilMlfStt'fetftMlICl scFv-Fc(+)^ib^.Ttn;MUCl scFv-Fc.(-)©^^ < N tftMUCl 
scFv-Fc(+)#fcvMUCl scFv-Fc(-) fcpRS© ADCC tge&JjVrfctofcfck 100 
&ofco 0©B^$tl€><fca^ N MUCl^"t?^S RajiTOl^bttts JriMUCl 

s cFv-Fc ( - ) ^ «fc Wtft MJC1 s cFv-Fc ( + ) t* i: * IC ADCC igttl&B &<=>htefr-ofro 

M±<DZLhfrt>^ JfcMUCl scFv-FcH&ifiMUCl 8cFv-Fc(+)©HK:Bu ± H-P V 3 

»«0ffl^fcii#Bafr6;h,-t:j3D> C©*^©^©!!;^ JrCMUCl scFv-Fc(-)£jfiMUCl 
scFv-Fc(+)©Hg© FcrRIIIa IZM? Zm-ertS&COMiLte iK £ £>££© FcrRIIIa &C*f"T£ 
*££$Stt©M#x ADCC ?S*£©H h ^ow^^i: «§g-e S , 

6 

FUT8 Sfifc^T^W v $7*? h IfflJ^K: J; 3 ~®^© scFv S scFv-Fc W&W 6 K©^ 

ia TAG-72scFv. trtMUClscFv fcitf^McflfW;^ N^Sia*^ili^M^VN^-^© scFv 
scFv-FcIt&gaR (WTs N5|5«HB!lA»6>aaeUfeJI|gtC N ^MUCl^TAG-72 
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scFvM-scFvT-Fc £fc&^TAG-7ZjftMUCl scFvT-scFvM-Fc tWir 0 ) 3231^^— ft. J£TF© 

1. JrtMUCl taTAG-72 scFvM-scFvT-Fc ftM?^* 5. K©4&^ 

HJ{60!l 4 ©g§ 1 ^ (2) «Lfc77X^ h* pNUTS/HM fcr s mMUCl scFv © VL g&7>:fe 
JruTAG-72 scFv ftJ^T©«k 5 K ItjfAls ■ JrtMUCl laTAG-72 scFvM-scFvT-Fc ^7"^X ^ 

(1) 777^ H pNUTS/HM-\©in;MUCl scFv © VL £B#©^A 

ia?u#-5§-9o ^^^n^^si3^y^wT©^;iiT-istn^feo ^Jte^j4©^i^ (3) T-tstr 

bfc VL SB#j© 3 '^HKM fcftftl b fe t. > s> ft n h* f -5 DNA ©*g»BB^J^ £ vmmmm PmaCI 

raia^j^i^^s u >#— ft n— b*-r§ dna ©ig^ia^ jxtnumjit spei RftfcfBaift&tn 

bfeo ISirbfcIB^J^90^£ft3m^IE^Jftx -b>Xili:7'>^-fe>^tl^S^S 
«kd^ 5'M^f,i^llO^S-roH-4*©^SiB^J^i!lU iD^5Mi3?iJS€0* 
iH©*i 20' tS^MMfcU *te-e§SJ:-5K:U 87. 88 *5 J: t)? 91 -e^ti^tu^ 

4*©^DNA©5^S©:tIt§ 2#fcov%TI*l$«ll£#().5#Mx *W© 2 
T&»ft# 0.lAM £&3cfc5£, PCRH^[2.5units KOD plus DNA. Polymerase (Mm® 
mnm.). 0.2mM dNTPs N lmMJfifliV^*$">A s DNA Polymerase Mtt<D 10 PCR Buff er. 

mmmmZkM) ft 10 #©1 ftSlggbx DNAif— v^-fr-f GeneAmp PCR 

System 9700 (Applied Bi osys terns *±SO ftffl^Tx 94*Cfcr 4^HUn*ftbfc^x 94°C^T 
30 mSs 55°CtCT 30 8>HK 68°CtT 60 £>&3H/fcft 1 i^-T It, 25 1M 

frftofco PCR^s Mi§7fln-7^HMtlHftbs QIAquick Gel Extraction Kit 

(QI AGEN *±SO ft m V> i» 40 Obp © PCR St) ft MM. b fe 0 0iR b fe PCR ft timmm BamHI 

»*»K:«U QIAquick Gel Extraction Kit (QIAGEN*±§g) ftflJV»*Cx $J 400bp © PCR 
ft@JRbfeo 

-^x H»J lomim. (2) tf^bfe77^5 h* pNUTS/HM ftfflllSilSgfifinHI (SiKttt 
80 *«kV#JISil*SE£l (^M3£*±M) T5«Hb«x 7#n r *y^«$Utott£«U QIAquick 
Gel Extraction Kit (QIAGEN*fc!S) ftffl^Tx 3» 10.5kbp ©Bf^ftlHRbfeo 
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_h§BT-?# <? tlTz® 400bp © PCR ifJt £ 7"^^ 5. b* pNUTS/HM &3fc©^ 10 . 5kbp ©BrJt&x 
Ligation High« (*#&»HJQ &ffl^*tas!S£Jfc£fTV\ KSJ«!«[*fflv>T^B&M 
XL1-BLUE MRF' $fe (Stratagene *±S0 ^Kfcl&bfco #e.tife^H(E«M*©^ ><fc t) 
#7"^^^ H DNA£!HMbs BigDye Terminator Cycle Sequencing Ready Reaction Kit v3.0 

(Applied Biosystems ttM) *m^xmtf<DmffimiZfe^XRm&, IH^h© DNA i/ — £r 
— ABI PRISM 377 £<fc 5. "KfcJPAjacftfc cDNA ©$£IB?!J &#P#r U 12 2 El Jew 

Vfcr^ZK HplTOTS/HMLM^&nfcifcftadKbfc. 

(2) 79*5 h* pNUTS/HMLM^OjrCTAG-72 scFv©#X 

IB^JS-^ 92 C**n««i!tlffl»JftJKT©W*Cl!aH-b&. 2 ©^ 1 ^-£l£irb*:in 

TAG-72 CC49 © VH N VL *5 iV'J ft*tt SCFv © DNABB^J© 5' sMBHSUCn ^99 — ' 

3 ' J&m K t > £ n - K "T * <fc * * — ^© * n — - > ?<d fe #> ©ftJPSSim 

PmaCI MiB^J*#AP bfeo C C X>s mMM 2 ©SI 1 ^TffEK bfc»3i7^ 
pKANTEX93/CC49scFv-Fc £#1^ i: bfc PCR £ «fc oTlSif bfelBEIW- 92 cDNA £f§ 

afctfXDx fB?!l#-^93 43«ktJ t 94T?*tt J ?n^$n% 2*©-&J56DNA C7^*^y^*±M) * 

Mlfc. . . 

79*5 h* pKANTEX93/CC49scFv-Fc KIOVNT 10ng//*L N U®77^f7-tO 

0.5/zM PCESJtfe?ft[2unit8 KOD plus DNA Polymerase 

(*#«6i»*bR)N 0.2mMdNTPs. lilW?^^^^ DNA Polymerase 8Sft© 10 f£M? PCR 
Buffer(m#«f*±8!0£ 10 #© 1 «3«^&tt] *H«iUDHA tf r ^ 9-GeneAmp PCR 
System 9700 (Applied Biosystems *±gD fcJlV^ . 94°C£T 4 #BTO&b£:^ 94°C^T 
30#H^ 55°CHcr 30 #P*^ 68°CK:t 60 #119 3 1 bTs 25^^;v 

frftofco PCR^ KM/iK^^T^n— X^;i/m^^i&{-ttU QIAquick Gel Extraction Kit 
(QIAGEN&M) *«VN-Cx tk 400bp © PCRE^£IIIl&b£:o EUKbfe PCftM&ffllMBR Spel 

(^«3s*fc«i) &&Tmmm pe&ci (^smtso -e$&fb&; g^«*7jtfn-*$ , ;Mi 

SWjcftKttU QIAquick Gel Extraction Kit (QIAGENftSD ^ffl^Ts $J 800bp © PCR SrJt 

^miKbfeo 
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*m (1) -eftM\^tc7^XS. HpNUTS/HMLM*«!lRS»3RSE£l (^*I3g*±§$D 

mmmmmoi &mmm) xmm. 7ifD-xyjn^ii:ftu QiAquick Gei 

Extraction Kit (QIAGEN ^M) *m^X, «9 llkbp ©HfM-*EURUfeo 
_hlBT*f#^> tlfcJKl 800bp © PCR irn-ilT"^^ $ h* pNUTS/HMLM ft*©$^ llkbp ©®rtf-£s 

Ligation High»« mwmm#m %m^xmmBijfo*ft\<\ &sj&m&m^x*Mm 

XL 1 -BLUE MRF 5 ft (Stratagene 1±§g) '^I^tfc. &&ftfejf&Ste$ftttto*n— D 
#7*^;*$. K DNA^ii^bs BigDye Terminator Cycle .Sequencing Ready Reaction Kit v3.0 

(Applied Biosystems %M) &m^xmt<DWIfflWlzfe-oX TO© DNA >>— >7->i?- 
— ABI PRISM 377 K:«kD#7 , 7^5 Ft#PA£tVfc cDNA ©igSSB?!! &#P*T U Sg2 2Bt^ 
bfc * 5; H pNUTS/scFvM-scFvT-Fc 5, ftfc £ is b fc„ 

2. JrCTAG-72 jfiMUCl scFvT-scFvM-Fc JSi77^ 5. H©ffe*l 

^Sfe^ 4 ©SB 1 £ (1) T"#^bfer^^ ^ h* pNUTS £ N JfiMUCl scFv:fc«ktfiftTAQ-72 scFv ' 
W©iotbtifAU taTAG-72#fcMUCl scFvT-scFvM-Fc ftmT^Z 5 K**IS5b-fc. 

(1) — pNUTS^©trCTAG-72 scFv©#A 

TAG-72 Ja#: CC49 © VH, VL 43<fct>* U >#-£^tf scFv © DNA IB^lI© 5' 5fd8<BSfc N ' # — 
- £ 3 - K -T 3 i^^-^o^D- ->lf<Dfclsb ©ftM&X Spel KttBBftl * 

ftinbfeo hm^j 2 ©n i Mibfe|gi^^^-77^ 5. h* 

pKANTEX93/CC49scFv-Fc SiS J: bfe PCR £ <fcoTi£ffb&IB?!l#-5§- 95 cDNA 
%tztib<D, m&m^MjS&TFWX^MtlTjk'gnZ 2:£©-£«£DNA (7 7^y») * 

^<7# — 37*^;* 5. K pKANTEX93/CC49scFv-Fc fcoV^ti&jRft** 10ng///L» 2*©7°v-f 
^-K:ov^l4»*£tA«*tl"?no.5AeMi:ftSJ:5K: N PCRR^m[2units KOD plus DNA 
Polymerase (3[#«6iWaa8) N 0.2mM dNTPs^ MWy^^^A, DNA Polymerase^© 
10 PCR Buffer £ 10 #© 1 #«^«f]ftlWHU DNA if — x^Vif-f 

<7^— GeneAmp PCR System 9700 (Applied Biosystems MO ^fflv^s 94°C^"t 4 t>P^AD^ 
bfe^x 94'Ct-r 30 #Hs 55°C£T 30#F^ 68°C^-t 60 g>|8l2iPS>fc*fiJfc& 1 iM <7;i/£: 
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bT. 25 *Mxfcofc.PCRgU iSM^7^D-xy;HMittfctU QIAquick Gel 
Extraction Kit (QIAGEN %±M) £ffiV>T, $J 400bp © PCR^^HjJRbfeo HURbfcPCRg 
ttStillBBXAgfil (Nippon GenettSQ :&<fct«fi!llK#5fcSEflI xmih^ m%L 

J6*&7:ffn— *y;i/«£Ufc«jfc:&U QIAquickGel Extraction Kit (QIAGEN %±M) 
X, «& 800bp CD PCR »f>^S EURUfco 

— *x mmm 4 CDjg l ^fi^bfe^* 5. K pNUTS *mmBmAgeI (Nippon GenettSO 
^«kV«iJIR»3RSE£l (MSittSi) -CfcHblk ^#n-;*^;vSMM>K#tU QIAquickGel 
Extraction Kit (QIAGEN #SD fcffi^Ts 10. 5kbp CD®rJt£[I|i&bfco 

±HBT?^e>tife^ 80.0bp CD PCR HfJtfcr^;* 5. K pNUTS £*®$J 10. 5kbp CD§Ttf-£s 
Ligation High mWi (3R#tt«ftt») ifflv>-ca«SSJ5SSfjVS s ^Hji&M&MV^ifcjra 
XL 1 -BLUE MRF' ft (Stratagene *±»t) tMMmm^o &ZtlfcMm.mm&(D? U — *) 
#7"v^^ K DNA £SH§gb N BigDye Terminator Cycle Sequencing Ready Reaction Kit v3.0 
(Applied Biosystems %M) %m^xmtt®Mmmz$£^X&Jit^ m^±(Ddm^—^>V 
ABI PRISM 377 f^D^^^ r-*£#A$ftfc cDNA OJBBftl&flPftfU §2 3Htw 

5; h* pNUTS/HTLT tfH^feit«Lfc. 
(2) 7^*5. PpNUTS/ HTLT -\CDirtMUCl scFv (DWX 

trC TAG-72 jfiMUCl scFvT-scFvM-Fc (Ofm^?? — &&TF<D&o £ l«Lfe. 
I33W§ 98 K:^$n*<fiaSiB?uijWT©^«i*Cl9!thbfco §«1«J 4 ©IS 1 SlTJKffi-bfcfft 
MUC1 JrC#:C595 cDVH, VL jS&XF V scFv CD DNAIB5U<Z>s 5' ^ 

®t?u~->tf<Dfztb(D mmmm spe i mmrnm^ sn-p-r* aa&n^i ^ 3 ' 

PmaCI RKffiflJfcttin bfco d£T% Uttift! 4 CDSg -1 fl|*ef^Hbfc»a^^ 5 h* 
pNUTS/scFvM-Fc *«FSfc bfe PCR tCfcotlftffl-bfeiB^J*^ 98 cDNA &»Sfc«> 

©s IE^J#^94:fc£tt*99T-^*x^t^2*i3 2 DNA £f£Mb 

7*7^ ^ K pNUTS/scFvM-Fc fc:ov>TB:»»Jft# 10ng///L s 2 ^CDT"^^ v— 
«&#**l-**l0.5#Mi:&3J;5£x PCRH/iSM2units K0D plus DNA Polymerase (MWffi 
OfttSDs 0.2mMdNTPSs M«ivn^>9A, DNA Polymerase mtO 10 PCR Buffer 
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mnffim&M) £'10#©l^^tr]£i®g>U DMIf— GeneAmp PCR 
System 9700 (Applied Biosysteras *±SO WC\ZX 4 ^HiPJIftUfc^s 94°C£T 

30#Ms 55°C^T 30 68*C^T 60 W>mfr*>-&ZEJ&% 1 It, 25 -tM 

=fT^^feo PCR^, m&Ii&Wl —Xtf^M^tikW) U QIAquickGel Extraction Kit 

(QIAGENM) 800bp CD PCR.jgt>£H|JKbfco [sU&bfc PCR j»£{jji]|5g@gff? Spel 

^Kl^U QIAquickGel Extraction Kit (QIAGEN *±i!0 £ffllAT N ^ 800bp © PCR Hft>Jt 
£@lKb&o 

— #x 4 1 Wlbfc^X ^ h* pNUTS/scFvM-Fc ^JBSiifR Sp_el (^S^± 

so &&vmmmmm&ci &mmiM) xmim, Ttfu-xv^mmmim^ QiAquick 

Gel Extraction Kit (QIAGEN*±HO £fflV^ $J llkbp ©W^^HliRbfeo 
±IBT-#fe PCRgltJft^©if^t 5 h* pNUTS/scFvM-Fc m&<Dmfr%, Ligation High 

mm mftmmmk) ^m^xm^m^m\ mi^mm^m^x^mmxLi-Bwi mr m 

(Stratagene *±SD ZftmmM bfco f# £> ntzWmMW^O^ u >-> J; t) ^g-rr^* ^ jt DNA 
^:l@^bs BigDye Terminator Cycle Sequencing Ready Reaction Kit v3.0 (Applied Biosystems 

*t») %m^xmtt<Dwmwz$t^xE.j&fe, m%t<D dna abi prism 377 d 

pNUTS/scFvT-scFvM-Fc iiSHftRbfeo 

3. FUT8 m& : 3-¥7))s; y#7t? hMf&XOg&mi ■ 

mmm 1 <dm 4 ££iBtt<z> futs 3tis^y^;v^ y Mwiis-e*a Ms705 fflm&zxm 
mx%>%> mimumm^m^mu^ vxm^Xs xmmmvm 1 mxftmvfrmmci m 

TAG-72 scFvM-scFvT-Fc WL&m&W&M^Z #~ pNUTS/scFvM-scFvT-Fc fe^tM/i TAG-72 JrC 
MUC1 scFvT-scFvM-Fc JUKftt? # — pNUTS/scFvT-scFvM-Fc £^2veftaSA Its 

%m fc ^ftin-r %>mm<Dmm&m-& z-MMnffimci ^ tag-72 scfvm-scfvt-fc m&m& 

JM3«fctm# Fc fcftf *n1-£iie^©JiM#it&£- WmoW, TAG-72 JrCMUCl scFvT-scFvM-Fc 

ife^saM^^-rs^teSitt&lUE^ 2 ©* 2^™«8©^racK:fieoTf^«ibifeo 

•JRKFWK: 200nM©*Jft*C MTX IMDM-dFBS(lO) *gi&T-:lf m<5J#g£u irE# Fc fcttSPT* 

^||©^^M^^-a«©trEMUCl Jri TAG-72 scFvM-scFvT-Fc M^aH^3«fcTOf*Fc £ 



104 



WO 2005/035586 



PCT/JP2004/015325 



mnT%mm<DMMJfim : -&Z>=MMCDmT:AG-72tfiMJCl scFvT-scFvM-Fc »#»aH££Ef 
S^Stfe|jM**lW*Lfeo JrCMUCl#i;TAG-72 scFvM-scFvT-Fc teo^THu Silfc© CH0/DG44 

im&bi* btitttemm&mit M3489 ^ FUTsae^^^y vz-r?? vmu^ bmzntz 

WtW&mk* KM3488 t, JrETAG-72*rCMUCl scFvT-scFvM-Fc iCoUTteU M<© CH0/DG44 M 

M£ vnbfotcWMtmmit mzm puts ytrv bmznfcM 

JHESM*'* KM3490 h^Mt&tt&lto 

4. -HH© scFv scFv r Fc ga^SS©*^ 

±sb» 3 m-zn h tiTzmmmonm^m mzm^ mzm, mmo &&xf mun ^ & * 

2 ©m^fctB«&<Z>#&{::t£ot=®g© scFv **-r^> scFv 2 -Fc M-grgaH 
SiSLfco MMbfc— Sit© scFv ^*-r^ scFvj-Fc'i&^SeMfct-N ^:tvetlKM3488 
£J; !)£g£ft3lfiMUCl#i;TAG-72 scFvM-scFvT-Fc (-) s KM3489 *) £^£*i3ifiMUCl 
irCTAG-72 scFvM-scFvT-Fc (+KKM3490 £<fc t)£^£ft£iftTAG-72 JrCMUCl scFvT-scFvM-Fc (-), 
KM3491fc«fcD£^3ftStfiTAG-72tftMUCl scFvT-scFvM-Fc (+)^aBf*- 
•5. ilbfezl«© scFv * scFv 2 -Fc i^SgI®^$f 

±i3^4^"C)MMbfeirCTAG-72jniMUCl scFvM-scFvT-Fc(-k ifiTAG-72 tftMUCl 
scFvM-scFvT-Fc(+k JrCTAG-72 JrtMUCl scFvT-scFvM-Fc (-)*«tVJftTAQ-72 JftMUCl 
scFvT-scFvM-Fc (+)<Dm^&&Tmftte<tin bTV>3:£ N-^ U n > K^%^£!*g$Kfc: £ 

T©«k5fcbTflgBbfco 
(1) MMirCTAG-72^MUCl scFv,-Fc !R^&H©ft$g&©ffNS 

^JWMtn; TAG-72 taMUCl scFv 2 -Fc jn<&£&J(©£r 3 jug £MVV S^Sfg^J 2 ©£! 5 £ (1) £ 
M©#&£#£oT SDS-PAGE fcfrofco 

JSJII&&1 6B£**bfc. JrtMUCl^TAG-72 scFvM-scFvT-Fc(-)Sb — > 5 &£ N JrO 

MUCl^TAG-72scFvM-scFvT-Fc(+)£b-> 6 lc N jfiTAG-72 #CMUC1 scFvT-scFvM-Fc R£b 
— >7£, Ini TAG-72 irCMUCl scFvT-scFvM-Fc (+)ftl/->8fcmtlSbfe. 4iffiH©3fil 
SlgeHti-tn^tu #»7G*fe#TT?fcJ:il& 160kDa. 3§7G^I#TT?fc*J® 80KDa ©A> h* i: b.T 

awjsnfc. ^©i(e»tt»««e»©7'5yKiB^j«fct)-?ffl*n*^*i:-»bTVN* 0 
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ZOZbfrZs TAG-72 tfiMUCl scFv r Fc B^ga»iSfl&tM Lfc* U ^7?- b* 

(2) Mbfe-ii® scFv £*-T£ scFv 2 -Fc illilr® fifl©«Mj£#;W 
±IB^ 4 tlfzffi TAG-72 JrC MUC1 scFv a -Fc 1^1 S II OffiS^S©. fOEM 4 ©££ 

4« (2) izmmcDxmzfe-oT. mmm^m^n^tzo 

^^*4St3^bfeo trtMUClini TAG-72 scFvM-scFvT-Fc ( + ):fe£tm TAG-72 ifiMUCl 
scFvT-scFvM-Fc ( + )tli73- *#M^bT^ftV«I©§!l-£# 9%^^>ofe 0 — JrtMUCl 
TAG-72 scFvM-scFvT-Fc ( — )43 cfc t^iri TAG-72 irt MUC1 scFvT-scFvM-Fc. (-)t!ii73-7 

J^±©^cfcDs fctMUCl Jrt TAG-72 scFvM-scFvT-Fc ( -) jS£XFffi TAG-72 fcxMUCl 
scFvT-scFvM-Fc ( - )© N-^ U 3 *m&&&Mm&<DM7&&#0!> N-T-te*-;i/£OHi If ^ > 

-ffiM© scFv ^^-TS scFv-Fc H^fifiR07 3-*#^«MM>»& 
®fift£ 73-7^*feV* (%) 
JrGMUCl JrG TAG-72 scFvM-scFvT-Fc ( + ) 9% 
irCMUCI tru TAG-72 scFvM-scFvT-Fc (-) ~100% 
fell TAG-72 trtMUCl scFvT-scFvM-Fc ( + ) 9% 
fft TAG-72 tft MUC1 scFvT-scFvM-Fc (-) ~100% 

HJ&0II7 

-M© scFv scFv 2 -Fc M^® SHOfiHSffMffi 

1. scFv scFvj-Fc TAG-72 B&Um&ZVmCl mUKUt&zM 

fUSM 6 ©^ 4 5, ftfcffc TAG-72 fcx MUC1 scFvM-scFvT-Fc (- k ffc TAG-72 ia MUC1 

scFvM-scFvT-Fc(+k ffi TAG-72 JrCMUCl scFvT-scFvM-Fc (- )fe«tvtft TAG-72 JrCMUCl 
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scFvT-scFvM-Fc (+)©Wp B D 0^ft$, 7D-^ b -EPICS-XL (Coulter ^±M) 
%m^X,mMm 3 ©3§ 1 m^mmo^mz^xm^m^m^^^xmmVtzot^TkG-72 
MUC1 |^|£i»T*& & t h T y >7l)fflS*aajja^ Jurkat MM* TAG-72 ^^J3S 
£ bt\ MUC1 TAG-72 PsSMrtr&S k hfUSfiifctt** T-47D ffl|J&& MUC1 SgiM 

mil LX*tl*tim^1to &fc, m&Mmt VX TAG-72 Btftfro MUCl ^«l?2g>^ Raji 
«£o^T&l^*i©M^fTofc 0 Slifefctttft TAG-72 tft MQClscPv,-Pc * 75/zg/mL 

©S&ft-eia^fco 

il^i2 40K:*Ufe, IrCMUClfrC TAG-72 scFvM-scPvT-Pc(-)^«kVtfcMUCl trC TAG-72 
scFvM-scFvT-Fc Jurkat mm^XXfT-iWmM^MVXitm^mVs Raji MKr*f 
L-TTO-£r£^£&fro;fco iifc. Jjit MUCl tft TAG-72 scFvM-scFvT-Fc(-):fccfctmMUCl ia 
TAG-72 scFvM-scFvT-Fc(+)© Jurkat <£t>* T-47D *0ljtefctt*-S*6^&f**ft*niW 

X&-ofzo 

HtHCtffc TAG-72 MUCl scFvT-scFvM-Fc (- )*«kt5tft TAG-72 tft MUCl scFvT-scFvM-Fc (+) 
it, Jurkat «fc VT-47D|BJBJc:^UTH:*S^-*^U Raji «fflll&te:ttbTt±^Sa*$& 
^ofeo Sfcs jPTlTAG-72 tft MUCl scFvT-scFvM-F.c (-)^ J: ^Jft TAG-72 ifi; MUCl scFvT-scFvM-Fc 
(+)© Jurkat *MS:fc«fcir T-47D «^^fr^^rS«{iIU#T^ -^fco 

W±©di:A»6x ini TAG-72 trC MUCl scFvM-scFvT-Pc(-)j3«fcVtft TAG-72 Jfc MUCl 
scFvM-scFvT-Fc(+)© TAG-72 Ri'MJjgT" & 3 Jurkat tt^CMl^icfc&MUCl E§<|$«-£& 
3 T-47D ifflJia^©^^ *5«fct>*irC TAG-72 taMUCl scFvT-scFvM-Fc (-):£ itftfc TAG-72 #CMUC1 
scFvT-scFvM-Fc (+ ) © TAG-72 ««T* & 3 Jurkat «^©3g-£r £ fe fct MUCl HMSjfflJfet? & 
3 T-47D mm^Om^i^ — M»© scFv scFv 2 -Fc m&W&M(D*itl?tUD scFv gj$ 

#£##ii&&*§^re stK c ©^(i-TO© scFv & m-r *> scFvt-scFvm-fc m&m a »© 

2 . H@m© scFv %m-t%> scFv r Fc © TAG-72 * fc» MUCl Hg-grtStt (ELISA 

SU6«6©jS4 5|T?»e>iXfetftTAG-72tftM0Cl scFvM-scFvT-Fc(-) s JrC TAG-72 iru MUCl 
scFvM-scFvT-Fc(+K trC TAG-72 ffiMUCl scFvT-scFvM-Fc TAG-72 trC MUCl 

scFvT-scFvM-Fc (+)0lHn n n (D TAG-72 £fctefcMUCl *ir&?S&£x 3 ©H! 2 
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© scPv %mT2> scFv 2 -Fc its »S^0~15//g/mL IZteZ&o £LTffo& 0 £fz, 

mazmmwrn ttmw oD45o&«b£o 

-MM® scFv scFvj-Fc © TAG-72 t^-r^^rSttffl^^^ 2 5 miZ^Vtzo 

m(DKlZ7jk£tlZ>&z>iZs mmcipi TAG-72 scFvM-scFvT-Fc(-)$5 J;lFin;MUCl TAG-72 
scFvM-scFvT-Fc (+ )««^#^^Jn;Jlt^ 3 TAG-72 lzm<£rT% Z £ »i^f *u ^©iSS^r 
&JSf£|I]^T&ofco Ir]^^ n 0© B IZmZtlZ lz s la TAG-72 iaMUCl scFvT-scFvM-Fc(-) 
£ cfctMnl TAG-72 SrCMUCl scFvT-scFvM-Fcl+JMS^W^^^fe^ TAG-72 t^-T-SC 

^^-S^OscFv ^-TS scFv 2 -Fc©MUCl ^^^,^rStt©^^2 6i^b&, 
^©A^^^tlJS^d^x in MUClirC TAG-72 scFvM-scFvT-Fc'(-)43j;^*tn;MUCl ^TAG-72 
scFvM-scFvT-Fc(+)M^^^ttrtMT*fe 3 MUC1 ^^-T§ £ £:#5gig£^ ^(D^lt 
&{£|Bj^.£ofc 0 ^Hfc 0©Bt^n§j;^{: N trCTAG-7.2taMUCl scFvT-scFvM-Fc(-) 
&&WiK TAG-72 #EMUC1 scFvT-scFvM-Fc(+)Mft^^^^l!$»<5 MUC1 f;^t§^t 
^©^-a-f*{5S|5l^$)ofeo 
W±©£ ^%0g 6 (DM 4 ^^#5) tlfe^ — mm<D scFv £*:T3 scFv 2 -Fc fflirCH-e 

& i> TAG-72 £ fcfct MUC1 3Mlt3£©3iVH;:gl;fo £ 3\ -^ti-eti© scFv 

3. ~mmo scFv ^^-r^ scFv 2 -Fc © Fcr^f* Ilia J^rStt (ELISA&) 

FcrRiiia(v) SfcltFcrmumizMi-ZsmMM s <DM im~emt>tifc:s -ira©scFv 

scFv r Fc ©$£l§tf£t4&. mmm 3 ©m 3 ^tIB®©^S^oT«iJ^bfeo 
#M©-M»©'scFv^*-r^ scFv 2 -Fc'(i s 0~15Ag/mL©Mi?MiJc5^^Mbfec 
^«TMB»S^^M^-C^#^Us OD450 frfflfeVtco 

m^itm 2 7 w& Mm 2 8 ^Mti^tx^ u^o n 2 7 0© a Ms^ns <t a t N j^muci 

JrCTAG-72 scFvM-scFvT-Fc(-)aJ;t>*iHMUCl ^TAG-72 scFvM-scFvT-Fc(+)fi^Jg^#6tl^ Fc 
7KUU{V)\ZlfeerTZ>z\ £&mm^%, MUClJrC TAG-72 scFvM-scFvT-Fc(-)© FcrRIIIa(V) 
tefttZffi'&femt, mmcim TAG-72 scFvM-scFvT-Fc(+)©FcrRIIIa(V)^-r-g)^S 

&titmLxmmiz-m\,^iiftKkgftfzo ^wt 312 7b©b^£*i3J;5£. Fcr 

RIIIa(F)^^T%|^l«©^7?feofeo 
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$ fcs m 2 8 m<D A \Zm$ ftZ> £ 5 £ s £fc TAG-72 JrC MUC1 scFvT-scFvM-Fc ( - «fc Vtfc TAG-72 
JniMUCl scPvT-8cFvM-Fc(+)tt»att?§FWfcFcrRIIIa(V)fcJi^rsCfctf^7J§ N JrC 
TAG-72 JfiMUCl scFvT-scFvM-Fc(-)© Fey RIIIa(V)^M"rS^?Stttt N ffi TAG-72 frCMUCl 
scFvT-scFvM-Fc(+)©FcrRIIIa(V)^t-^^^tt^J:t^UT^*tl«V>c:i:^^tlfeo 
ctitts §2 8H©B^^ti««J:at^ FcrRHla(F)k:^^«bPJtll©j|6ST;Sfe-3feo 

^JE^ 6 ®^4^T-If e>tlfes scFv &^-T3 scFv 2 -Fc JiFcrRIIIa h 

ost^i^tife^tit), zn^ctxDnmmZs Fcyiiia ti&&m&%GmvttM 

TZmi\JT^2>ZL£1fi7r;$tifro ?.cffiM<Dmm$m<?>7&WZ&2> FcyIIIa^©^-g-?5 

mt.mmm 3 ®m 3 m&fztenmm 5 oiaat^fe-n® scfv u*pj#fc&v> scfv-fc 
t© Fc^©»iit3g©?4vH;:j;3 Fcr in* ^<Dm&m&tmm(Dm%k'T:$> — a^n© 
scfv &*-r3 fcm&m&X(Dmmzvx<b, Fc^©Fcriiia^©M-^s^^^nT 

4. n|WS© scFv scFv 2 -Fc © TAG-72 SsfcttMUCl ft&TX® Fey Ilia m& 

rgffi (ELISA&) 

ffimx& % TAG-72 *fcfiMUCl ©#£TT% Jtl TAG-72 ffi MUC1 scFv 2 -Fc K^^ff© Fey 
RIIIa(V)-s©^?Sffi^, ^»J3©^4^CiBtt©7j*^or^bfeo 
HtfiTMBSM^ ^MV^•r^ 0D450 ^iJ^bfe o 

$gJH£H2 91lCSlfe, TAG-72 #ffiT^fettMUCl#ffiT©^-rn©^t^s 7 3-7 
WAD £ tit V n t^mmt s ^ b r V n % ffi MUCl IrC TAG-72 s cFvM-scFvT-Fc ( - ) & £ TO; TAG-72 
#CMUC1 scFvT-scFvM-Fc(-)M^#6^t FcyRIIIaM^tf^-e&S TAG-72 £*fbT 

^m&ftm^tbzntzjfi, 7^~x&ftm$nx^%mm&i&&isX^%ffiMci&iTkG-n 

scFvM-scFvT-Fc (+)*5<tt>*Jn; TAG-72 JrC MUCl scFvT-scFvM-Fc (+)T*f*^AS'l4(i^i6 btltlfr 

££x ftil TAG-72 JrC MUCl scFvM-scFvT-Fc(-) hirC TAG-72 JrCMUCl scFvT-scFvM-Fc (-)f(ix 
irt TAG-72^ MUCl scFvM-scFvT-Fc(-)©^*s FcrRIIIa(V)^bTffiVN^^^W bTVN 
feo Ctlfis FcH^J:ili^^^-§ scFv^2oJ(U±©j^-a-^{i s scFv £®l{^-£i2-3jii#£<J; 
Fc^©Fc7RIHa(V)-\©^©^«fo^)Ci:&^lgbTV^o 
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mt.mmm 3 ©g§ 4 m^tz^mmm 5 com 4 mx^tz— mm® scfv v^rzta^ scfv-fc 

scFv £*-T3 Fc WL&W&McDMWlz Fc 0f4t<Z> Fcr IIIn ^(Dts^mmt^m^ tlX 

scFv ©«cfcHfc&1\ Fc ffim<D Fcr IHa ^©^*S4$fet:7 XifittimZtlX^tt^mm 

5. ^S2H© scFv scFv 2 -Fc © ^ifflj8&^fc:*f-r.2>®| 

±33*36011 6 <D% 4 £-e#.e>ftfe N — TOi© scFv scFv 2 -Fc ©JffMfllffi© in vitro 

M^SMtt^Wffi-r £ fc#>> TAG-72 Ritt MUC1 M I &MMX$> Z> t h ^^ft*^ffliEtt 
0VCAR-3, TAG-72 ittlSltfe 5kM U >^H»!& Jurkat 43 MUC1 RH£fBU& 

^&3fc MLSS**ailJBttT-47D ADCC*g<|££, mnA K^— 

*-mm*m^x, pmmscomsmzmi&oftmz'&^xmMLfro Pi'tt*^©^ 

l»tlT. TAG-72 |^^oMUCl|»tt©«Bil&l*TJ** Raji «fflJS*fflvVfcd ft&s #«©= 
S*© scFv scFv 2 -Fc f* x 0~15//g/mL ©*ft*C£jftl$£jB2D bfco 

*£JH£|g 3 0 His * 3 1 H43«k VS(S 3 2 m^^n^tl^ bfeo 

S&3 0EI©Afc5*£*l£<fc5t^ JrEMUClfci; TAG-72 8cFvM-scPvT-Fc(-)*&l4tfi;MUCl tft 
TAG-72 scFvM-scFvT-Fc(+)^43V>ts TAG-72 fiM£fflHfrC & £ Jurkat WUBtettbT 
&ADCCStt#Rtf>£>ftfco £fcs fcJrtMUCl JnS TAG-72 scFvM-scFvT-Fc(+) 

fctt^TffiMlICltft TAG-72 scFvM-scFvT-Fc(-)©^^ < N fftMUCl'tft TAG-72 
scFvM-scFvT-Fc (+ ) #JrCMUCl tfC TAG-72 scFvM-scFvT-Fc ( -) £ ITO© ADCC S'ffi^^^fe #> fclteu 

iooofg©^s^s-e^ofe 0 

£§3 10©A{:^tl§<ta^ »«£MUC1««T»&3 T-47D »£fl3^ 
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iifcs 00© B £tcl£Wi3 1 m<DBlZ7jkgtiZ, JhTAG-72 JrCMUCl 
scFvT-scFvM-Pc(-)^fe«in;TAG-72tn;MUCl scFvT-scFvM-Fc(+)^fi s TAG-72 |#fMIS^&3 
Jurkat MMttzte MUC1 Z> T-47D«^M bt, $g«#<#lft& ADCC *Sf£#fga& 

Ztltzo *fcs V^:n©«l$tt&3:feVNT<tN fcx TAG-72 JriMUCl 

scFvT-scFvM-Fc (+) ^ib^Tta TAG-72 JrC MUC1 scFvT-scFvM-Fc (-)©##iS < s " ^ TAG-72 JrE 
MUC1 scFvT-scFvM-Fc(+)^ TAG-72 iaMUCl scFvT-scFvM-Fc(-) £IU^© ADCC fe^mirfc: 

&biz^ iooofg©^#^-e&ofco 

— ^ g§3 2mte7jk$ti2>&?l^ TAG-72 Psttfro MUC1 m^&%> Raji bTtefc> 
^-fft©-®»© acFv *mir%> scFv 2 -Fc tC^VMTs ADCC^tt^^^tl^^ofeo 

WOililiPf.s JrE TAG-72 JrCMUCl scFvM-scFvT-Fc(-)£JfiTAG a 72 JrCMUCl 
scFvM-scFvT-Fc(+)©f!^ :$> cfctFJrC TAG-72 JrC MUC1 scFvT-scFvM-Fc (-)£:Jri TAG-72 JrCMUCl 
scFvT-scFvM-Fc(+)©^^^ # Fc Ifel^S JCM^#©:£ Fc M^SSC^ Fc ffit^r 

***^bT^ft^ Fc I^SeiOSI^t^Aslfe^tl, £ ©tOl^©M#Jfi TAG-72 JrtiMUCl 
scFvM-scFvT-Fc (-)tjfi TAG-72 JaMUCl scFvM-scFvT-Fc(+) £©|ft£fc&JrC TAG-72 JriMUCl 
scFvT-scFvM-Fc(-) ilia TAG-72 JrCMUCl scFvT-scFvM-Fc(+) £©56© FcyRIIIa \zMiT^>m^ 
m'&co^tta D> 2 £££© FcrRIHa ^Ti>^rS«©M^ ADCCm&CDMhft^X^Z 
C^ii^gfeo £©£5&r:fi#|!i&£*-r3 Fc a^SSS^oADCCtSffii. 
TAG-72 43j;t>*MUCl © 2 ^©JrCJlK^bTs ^3ve*l#I& LT««^rS44#§§«£ft3 £ 

H»J 8 

W^TNF-a g^II-Fcffil^a* (sTNFRII-Fc) ©fftg 
1. sTNFRII-Fc^^^^— (Dim 
(1) sTNFRII Ft" 3 DNA ©fltil 

USP5605690 KfBfi© sTNFRII-Fc i^Ifil^n- K1~^> cMA £ PCR Ssfc: <fc t> tTF© <fc r> 
IzMm^fzo RcDNAfi, sTOFRII cDNAE^J(fi^^^*iWIS»aiBl£l 

«MfcT!#fflU IB?U#-5§- 28 C^$tt*tif^fflJ^i:iB5 ! U#-^ 29 fc^£ft3^¥$3#© 2 o© 
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**\ w&m^2% \zw£tiz$mwzs stnfrii K-rsi^joaff^ep^© 5* 

£ 87 *g*<D#NTOfC^fc sTNFRII ©^^^t;H?lJiSifAbfe, JE^IEJll© 5'*^^ 3' 
*J»fc*D— ^J^SSSt^**— ->^r3fc©©f&J|©^JglgiigBB 

^Jfc^*KPCRS/M©:lii|gM:7^^ 28 

^"Tf&*<J:5lc:U K?!l#-^3u\ 31 N 32 25J;T>* 33 © 4*©-&J5g^ 0 ^ P^-^ F^JEfc 

#^Urf^^I/^K^SJ^^A s 0.1//Mi:^SJ:d^ 0.2mM dNTPs. lmM^fbV^*^ 
•>A*^tffiJt6»K:JDAx $ £>£ 0.4/iMM13 primer RV (£$B3&l±Sik 0.4//MM13 primer M3 
(m^m^M, GENSET*±M) 2. 5 #&© KOD polymerase (m#«&^*fc^) £fflV^ 

-atUO/zLtU PCR£j£3cfr:ofco MiiS^tt94 0 C^T 30 55°Ct3T 30#|t9 % 74°C 

fcr 60#p^©iM*;i/£ 25 *©^74*Cfr 5^ia*iif-<^;vT;fTofeo pcr 

&n R^»&QIA quick PCR purification kit (QIAGEN^M) ^TJiMU ftlRg&jR Jfe&I 
(New England Biolabs*±SD ^ffiflsSU mB.J&ffi.&7j}U — ^^;Mt«»»fcttU QIAquick 
Gel Extraction Kit (QIAGEN *±S0 ^ffl^tv ft; 0.49kb © PCR »f>t"*pjR Lfco 

— #s h* pBluescript. II SK(-) (Stratagene *fcS0 ^ffilfiBglft gonl (New England 1 

Biolabs1±M) *5 X Hindi 1 1 (New England Bio labs *±M) TftS'fbgk 

TISU— X^JHtStftttlcftU QIAquick Gel Extraction Kit (QIAGEN*±§SD £fflV^ m 
2 . 9kb © Kpnl -Hindi 1 1 Iff Jt * II JR b fe 

^3 x ±gB"C^^nfesTNFRIIt>f¥gP^©i^0.49kb©PCR»rjti:rv^5 K pBluescript II 
SK(-)ft3fe©SBnI-HifldIII*f/t&N Ligation High «M {Mmffimi±m)%m^XMtt<Dmm 

fzo BmfeWffii(D#n>->&t)&7"7XX KDNA^WRU Big Dye Terminator Cycle 
Sequencing Ready Reaction Kit ver.3 (Applied Biosystems %SM) %Ri^XWi<f (DWbBMWte 
o THliS^N m±V> DNA >>->5r > tf-— ABI PRISM377 £ «fc & #7"^ X ^ K fc# A 2 PCR 
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pBsIISK(-) /sTNFRI 1-1 ififfibtlftZ- k. U fe . 

iH^J#-^29 t^^tl^Jg*BB^J^ti x sTNFRII ^n— K-r-Sffi^JcD^^il^© 
3 t h Fc © t: > CH2 ^©-gB&M^Aftfco MfcIB?nj© 5 'sfeSgj ^ 3 'jfcSgik: ^ 

pcRM«©Jf ipim^-* v— ©^^aia^j^tin bfeo istfbfeia^j#-^ 29 izm^nz 
m 4 *©tisia?ij \z&m u ^sia^jy:^ ©j^©^ 20 mm^mw. u ^ 3 

<fc5£U lB^!JS-^34s 35. 36 *5 < fct>*37©4 2{i:6D^^-U=f^^P^-5 L K&^Ufe [7 

&#y3?PU#^\:%m^&&0.ljutt£-&2>&olz0.2m dNTPs, lmM^bT^-> 
V&*^tifcfi&mzm%-, 0.4AM M13 primer RV (glJIIti), QA/utM. M13 primer M3 

(GENSET*±®!) ^ctt>'2.5#{5i©KOD polymerase (jg^WttM) ^fflV>t, i^fr 50/zL i: 
U PCR^jS^frofco &}&0kmt U'C\ZX 30 #113, 55°Cfc:T 30 #HS, 74°C£T 60 #|ig© 

1M *;i/£25-tM^;K ^©^74-ctt lit-f ^;i/-r-fTofc 0 pcr^. iafeiS 

QIA quick PCR purification kit (QIAGEN*±ffii) £TilfMU ftJPIBifS Kpnl (New England 
BiolabsftM) *5<fcWJPM^HindIII (New England Bio labs ttSO^-fb^ 
#n— XV)VmmkW}fc®k^ QIAquick Gel Extraction Kit (QIAGEN %tWk) £fflV>T. $J 
0 . 5kb © PCR Hjfr )t £ EI 1R b fz <, 

mz, ±m~emt>ntc stnfrii ^m^-com o.5kb © pcr ©rithJite^^tifcr^;* 

K pBluescript II SK(-)S^© KpnI-Hindlll ®fjt*s Ligation High$g$t {MWffiMltM) 
C«tbJgi»gU MH^^fflv>T^JPHDH5a* (JfC#^*±Sn »16ftlfco ^Kfei^ 
#fc©^D — >J;D#:r^;*5. FDNA^I^MU Big Dye Terminator Cycle Sequencing Ready 
Reaction Kit ver.3 (Applied Biosystems #M) %m^XM<t<Dsfoffl9lz$E-oXJ&.JfoWis 1^1 
*±© DNA is- >r >^--ABI PRISM377 \Z J; D #7°7 * 5. h* ^#A£ ftfc PCR ®f #©i&»I3?U £ 
WfU @6tl©^aiB^J^^i.^3 4iH^bfer7^^ F pBsIISK(-)/sTNFRII-2 ibmb 

(2) sTNFRII-Fc £3- DNA©#£^ 
tb<bin;^^^^^-pKANTEX93^©JPS^AMl (^I3£MD &<fct>*f|iiJPS#iji 
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BamHKNew England Biolabs JiMK^bSL mRmfe*?13X2—^V)vm%W.m\z.Xfrm\^ 
fzo QIAquick Gel Extraction Kit (QIAGEN i±®0 ^ffl^Ts Ifa l.Okbp Ok h igGl ¥~ 
Z nmfenmm (hC 7 1) Aj^I-BjynHI ©rJt£IUl& bfco 7*^7*5; b* pBluescript 

II SK (-) (STRATAGENE*±SO «£!IBBI%£fi&I (Sffi^^)^J; WJRB^BamHI (New England 
'Biolabs ttMJ-evi'fb^ ffr2.9kbp © Apal-BamHI ®r#-£|IIlKb£:„pKANTEX93 fefe©&J l.Okbp 
©Apal-BamHI Kffjt^.fctK pBluescript II SK ( - ) & M(D$J 2 , 9kbp CD Apal -BamHI TAKARA 
DNA Ligation Kit Ver. 2 © solution I (^M^±K) £ J; DS*Sa&£fTl,\ KHJMfcffi 
^T^aDH5a^(^#i^%fcM)^Kte^b-t^^^ FpBsIISK(-)/hC7l £#tfi£bfco 

±§B ( 1 ) £> ft£ 7*7 ^ 5 K pBs I ISK ( - ) /sTNFRI I -1 £ Ml Kpnl (New Engl and Bi ol abs 
*±SU *5<J;t>*gJI®^BlpI (New England Biolabs ftM) TviYb^ KHJS^T-tfn-T; 
y^S^fcS&^&U QIAquick Gel Extraction Kit (QIAGEN %tM) £/BV^s ^0.48kb© 
Kpnl-BlpIgff^^lelJRbfeo 

£tzs ±13 (1) ff#e.tlfe7*^^ 3; F pBsIISK(-)/sTNFRII-2 £§iJIOTfRBlpI (New England 
Biolabs *±®1) *5<fcWiPS^ Stzl (New England Biolabs #M) XMit^ ^SJibt*7^ 
n— 7^;i/«fi$cI&&;:-BtU QIAquick Gel Extraction Kit (QIAGEN $±M) ^fl^T. $7 0.49kb 
© BlpI-StyJ mfr* Mi®, bfco 

7*^^^ K pBsIISK(-)/hCrl ^Wmmm Kpnl (New England Biolabs *±l£):fc J^'&J 
Pl^mstiKNew England Biolabs *fcM)T-$Kb^s mfcJfom*7jJu~xV)VnMr&miz{& 
U QIAquick Gel Extraction Kit (QIAGEN %hM) £fflV>-C N 3.5kbp © KpnI-Styl irtt-» 

±53T^#£>ix;fe7^;* 3 K pBsIISKH/sTNFRII-1 E&;&©&J 0 . 48kb © KpnI-BlpI frtf\ T 
^7U K pBsIISK(-)/sTNFRII-2 &3fc©$J 0 . 49kb © Blp_I-Sty_I iT^cfclFT^T; 3. h* 
pBsIISK(-)/hCr 1 &&<Dm 3 . 5kbp © Styl-Kpnl Ligation High mm{MmmM#.M) 

^.fcD^^^frW KSJ&^£fflV^;*:raDH5a#< («#M»*hM) IllfeiW;. 
f# %ntzJ&m$kWfa<D2u — ^s&b&y^X* HDNA&HMU Big Dye Terminator Cycle 
Sequencing Ready Reaction Kit ver. 3 (Applied Biosystems *±M) £fflV>T?itt©Sa0JWc: 
tEoTHJS^ m±(D DNA ^>-^>+J— ABI PRISM 377 \)&7^x 3 FMA^ftfcirtf- 
©^aiH^J^Ufbs ^3 5EI^bfe7 , ^7s^ K pBsIISK(-)/sTNFRII-Fc 53 s t# ftfc £ h 
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t pKANTEX93 (2) Hftbtlfc-rfX^ K 

pBsIISK(-)/sTNFRII-Fc £fflV^T sTNFRII-Fc ■fc£«afBB3S'<**— pKANTEX93/sTNFRII-Fc 

« (2) ^mt>tltz7"7X$. K pBsIISK(-)/sTNFRII-Fc £f«@ffS EcoRI (S«3S*fc») 
*5«fc»PS^BamHI (New England Biolabs*±M) T«$Hb^ iMM|7^D-^^;H 
fiUtctttCifc U QIAquick Gel Extraction Kit (QIAGEN *±S0 s $*J 1 . 6kbp © EcoRI-BamHI 

t Mb^*3BSiffl^*-pKANTEX93 ftftiffiEUM £fifiHI (SSBIiSSO fcBamHI(New 
England Biolabs%fc«i)Tf^'fb^ iSM^7}tfn-^^HM*itiU QIAquick Gel 
Extraction Kit (QIAGEN*!^) %m^X, i& 9.3kbp © EcflRI-BamHI »rJt£|I|JKbfc„ 

±IBT^#e»nfe pBsIISK(-)/sTNFRII-Fc 1 . 6kbp © EcoRI-BamHI m^rty^ 

X 5. P pKANTEX93 &3fe©f*J 9 . 3kbp © EcoRI-BamHI ®r>r £ Ligation High mWliM&WjMttM) 

^c c fcD^i^M^s^ffv^, KH^£ffl^T*jraDH5a;f* (^#^*fc^) *%m%mis, m 

M^i^©^D — >£D=&7°^;*^ K DNA £aHSgbs Big Dye Terminator Cycle Sequencing 
Ready Reaction Kit ver.3 (Applied Biosystems *±§g) £ffl^T^tf©t&0J§SW£oTJ5J& 
^> Utt© DNA ^>-^>-9— ABI PRISM 377 £ £ 5: h*£#A£;ft,fc»r#©^»IE#J 

&8$#fU »3 60^^bfe7*-^^^ h*pKANTEX93/sTNFRII-Fc ^^tlfed^^SiMbfeo 

2. FUT8 3fife^:7;w y 7 ^ h«f©S'^^ 

mmm 1 ©si 4 ^ibh© futs v?t?? vmM-epz ms705 mm^s^xm 

*Te&3 CH0/DG44«^^3£«i: bTm^Ts^lllJte^J©^ 1 St#Sbfc sTNFRII-Fc 16 
1^rMfiR3§3i^7# — pKANTEX93/sTNFRII-Fc fczgAbT. sTNFRII-Fc KS^SH©^^ 
2 (DM 2 ^^13«©^7?#Mbfco 
S&ttfc: 600/ig/mL©G418 43J;t>*200nM©MTX^^tf IMDM-dFBS(lO) i&il&T-if 5ITOfro s 

smm-nm&m&M%&mir%BKmwfa%:m%{sfzo futs itfi^*-:7\>w vz?t> vm 
y>n^tc^mum^^ kch94 t^nm^ 

3. sTNFRII-Fcli^aM©«M ■ • 
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*mmm®m 2 mxttm^tz stnfrii-fc m&mGm<D&.mmmfr*>mmM 2 ©m 4 mizm 

«©^f sTNFRII-Fclfe'^SfiK^)ISMbfeo Wis H^bfesTNFRII-Fcife^geH^ 
n^frl KC1 1 94 £ £ D £g £ ft 3 sTNFRI I-Fc ( - ) £ <fc T>*f|#c© CH0/DG44 fflMtZ J; b £ ft & 

4 . mm sTNFRII-Fc m&M&KcDfrm 

3 Jfi-CIMH b fe sTNFRI I-Fc ( - ) & <£ IF sTNFRI I-Fc ( + ) t>* Fc 

(1) sTNFRII-Fc(-)*?it>*sTNFRII-Fc(+)©3WM^©W^ffi 

*«^©^ 3 mxmm Ltz&mm stnfrii-fc m&m& worn 3ue *m ^x^ mmm 2 

©g§5]g.(l) caoSSCfot SDS-PAGE^frofeo 

^^I3 7B^Ufc, -®«©3lfM^fiW«^.ft^*U ^it^sfefTOi^J HOkDa. 51 
^#TT-&mOKDa©7\->h*£bT^ffi£ftfco d©^J|l{*, sTNFRII-Fc 1^161©^ 
^JlTC^TT-^UOKDaTfeDs I^Ttli^fi© S-S m^Wm^tl, 
®701!J)&<Dmf&^mzfrB£n%£^?m^ [Proc. Natl. Acad. Sci. USA, 36, 61 (1999)] 
£— »U te©M&3— MM© sTNFRII-Fc(-)^J:^sTNFRII-Fc(+)^ii/^^— >*s^ 
bTl^^ilfr^K sTNFRII-Fc(-)*5j;t>*sTNFRII-Fc(+)^afi<J(c:'a^tbfeAKU^.rg : - h'^h 
bT$g^£ftW3;i£#pg£ft£: 0 

(2) MM sTNFRII-Fc ffll^®aM©#MM^^W 

#fl»©ff! 3 Jg-t-?#£>ftfc sTNFRII-Fc sTNFRII-Fc(+)©fflM^ia©#)»m^. 
«T*n H»J2©fg5^ (2) telBtt©:frifefc:«£o*Cfx ofco tU sTNFRII fcfc* 2 .©/ft© N- 

^ u ^ >> #& u £ e> tern®.® o-yvn *s Ym^mmmm^ . 

tiL<bW&1rZ>Zb&%lt>tiX^Z>fzti)^ &mm sTNFRI I-Fc M^M fi H/5>\£> Fc^©®fM"^ 

sTNFRII-Fc ffii-a-gaM 500//g ^ V b"^.^^*— If 5//g £ 50mmol/L h U 
PH8.5 lzmWL< %tm 5mL £ bT 37°C. 1 BSlfS^^fco S/foifi^k: MabSelect 
*7A»p|tW\ ffiV^t Fc^©ifit^*»Mbfeo 
il^5ill^bfe. sTNFRII-Fc(+)T*^*7 3-XASM^•b-rv^^V^|iiI©i!|^•As 7%^ 

&ofc 0 -# s sTNFRII-Fc(-)^i*73-^©^-^{i^Jij|JS^T-C^ofec:i:^e>, 73 

c 
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&±<Dmm& sTNFRII-Fc(-)© N-^U 3>> h*^^^«®M7C«© N-y 

stnfri i-fc w&m as©7 zi —xm^mmow]^ x 

7 (%) 
sTNFRII-Fc (+) 7% 
sTNFRII-Fc (-) ~100% 

f§Jfc$l 9 ' ' ' 

stnfrii-fc m&m&nvmmm 

1. smRn-Ycm&m&n<DffiwmimmzMT%Bi!&&. (elisas-) 

fcxTNFRIIfcftfc (R&D*fcS!) £ PBS f#JKUt l^g/mL £: U 96 ^CD ELISAfflrL/- h 

*fcS8) 50juL/Vx-)l>X~fr&V, 4°C-e-lifibtM$tfc 0 PBS T^#^ s 1% 
BSA-PBS £ lOQuU^^^XMl^ ^i&T* 1 B$F^JSto$tta#t5Stt»§7D ^ ^ bfco 
1%BSA-PBS £|&5feU sTNFRII-Fc sTNFRI I -Fc (+)£ 50//L/^ ^;i/T-An^.s ^iST 

2 B$F&KJ&£-£fco afo^. Tween-PBS Tf^fe^U PBS TJ 500 ^(3#^bfe^.;i/^- 

^F-S/^— HfWBH'^ttt h IgG(Fc )Jr6^^ (American Qualextti^)^- WMtUT^ 
*n**i50^L/e?x;i/tfip^ Ifif lS&imEJfo^Jko Tween-PBS -C$5fe^ s ABTSSKift 
ft 50//L/«>3i;i/T?iP^TlB6$^ OD415 ftSJ^bfeo. 

3 8 EHc^bfc. sTNFRII-FcH&J;^ sTNFRII-Fc(+)fi N ^jK^^fCjaTNFRII 

©H&3— TO© sTNFRII-Fc(-):fc<fct>*sTNFRII-Fc(+)©TNFRII gP^fcWSfl&^^t?* Ds 
£©*£-£& sTNFRII-Fc m-&m&M<D Fc CfflD«lif|5©73^Mi:!i«iT^5 

2. sTNFRII-FcH-&®a»©Fc7 58»*IIIa|S^®tt (ELISA&) 

3 ®ft 3 Wt8B«©*«S t ^{Cff ofeo <B U bfc sTNFRII-Fc X® 
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mmmmit ioonmoi/L a»£ t uto ! 

sMttRStu PcrHIIafc^f* sTWRII-Fc(-)©8g^*St$fcJ: N sTNFBII-Fc(+)©lS£ffitt.fc 
D<fclSV^©T-&bs llS3R©FcrRIIIa©#^<Z)54V>^A»^t>f, > rPI«*t?&ofco 
sTNFRI I-Fc ( - ) *5 <fc t>* sTNFRI I -Fc ( + ) £; Fc r RH I a 2: © 59 £ £ tlfz C £ <fc D N 

aTOFRII-Pc © Fc ««l±s Per Ilia fcfS^-US ^IE#^.i:^5i*^otV^-5C:i:^$tl 

fro 

3. sTNFRII-FcIfe^maM©TNF-a#fn?S'l£ 
TNF-a«RSffijWlk*tf**L929iMllia [J. Natl. Cancer Inst., 9, 229 (1948)] £MV^T4> 

fflfe&(Dmfe&n ofeo MEM-FBS(10)^Hb (10%FBS, 10/zg/mL Gentamicin £^tr MEMigife) 
L929 MM* h V 7'S/>-EDTA(QIBC0-BRL*US)U«13ffibfc^ HUKUMEM-FBS(IO) 
jgifcfc: 3xl0 5 cells/mL tcSMKU 96well ^JS^lx— htd 100/zL/well t^lfe. 596C<W 
>3ro.-t-^-p i 3-e, 37°^ 24l$Hi£lt& N «Hlfi*iRfc5ai^«k"5k:«Fi8lSI»*bfeo 
;i/K:MEM-FBS(10)«ijb& 100/zL, 0.05ng/mL©V«j7XTNF-a (R&D tt^) & 50/zls 
^© 5 i&Wl&. © sTNFRII-Fc (-)& § t^tt sTNFRI I-Fc (+) £ 50/zL N 2 . 5/zg/mL © Actinomysin D 
(MBL*t») ^ 50/zLin^.ff 250M/well 2iU 24fl$|HW5*bjfeo iffll6&iRfc>fc^«fc 

3K:Jgife&ISfc*U PBS(-)£ 100AL/welliP^S J g«^l®fc^^ c ta^PBS(-)^|^*U 
10^fit±JH6$*fco 0.05% Crystal Violets (W^MIgXlittgg) £ 50^L/well X°M 

io^jeLhlft«bfeo i50yuL/weii ©p<*y — ;v (^v-f^^iM) £2>q>l. ri/- 

r- 'J-^-tt 590mn©IBbfcJS*8B^Ufeo Actinomysin D i^STT-© TNF-a ^NSMFOil- 
fl&£ 100%, mm<DMJ&& 0%t b-C#«tf£»c*0-* TOT-a^tSttfc^&fco 

lS£JII£f&4 O0^Ufe o sTNFRn-Fc(-)^«fc^sTNFRII-Fc(+)tts^^#^^^'>^TNF- 
a©iStt&ISSU ^©4>fDStt(i«OT^i?feofeiii:^& s f^«.Ufe«Mg«t3t©a)&i* 
— ffiR© sTNFRI I-Fc (-) 43 «k V sTNFRI I-Fc (+) ©S&gHtogHt- Z> TNF- a ^JBSHftJCitV > WM^ 

4. sTNFRII-Fclti^SM©ADCC«'l4 (Mrt^D^^) 
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sTNFRII-Fc|»^«aH©JBJSt h m-afmW* T«M*^EL4 (ATCC TIB-39) (£1 
T> TNF-a/EL4 tMT) K^fS ADCC«&*h flt^A K^— ^&^U^3MSJflL¥tt98^ 

i 

(1) TNF-a/EL4©#M 

(1-1) t h U >^SSS* 1 *ffi cDNA ©#M 

t. h U >^£5£3SPolyA + RNA (BD Biosciences Clontech MO © 1/zg J; Superscript™ 
First-Strand Synthesis System for RT-PCR (Invitrogen^ilO £JBUT?if\j-©f&BJI*fc:#£ 
V\ l#®tcDNA£-£/$bfeo -£rJ^ lmL i: U 5#4WRbfe»*&WT 

(1-2) lit h TNF-a£=3- Kf-S cDNA©ffeft 
t h- TNF-a©£:KIB?!K;::fcV^ 77 88 #g ^©^D^T— If tC 

£tt 12 g§S£^2c£ TNF- a * NIH 3T3 MMXftMZ & 2> TNF- o»7 , ar7r-KI: ( t 
t>1SD*r£;h/$\ t r- TNF-a#«BLtfc$83il?-3 [Cell, 63, 251 (1990)]« 77 # 

88#g*Tf©12g^*^bfet h TNF-a£n— h'-T-S cDNA SOT© <fc5K:bT#l 

±IB (1-1) T-«bfc cDNA SJfc© 5>aL U «ftt& 0. 4^M ©IB&JW- 100 *5«fc 

wsf ioi *t?jeti-en^*n*-&j*DNA ^^^v-a b-offioou pcRs^tiunit 

KOD-Plus- DNA Polymerase^ 0.2mMdNTPs N lmMftffcSgx>^^>r>A N 1 iuWk3Z(D KOD-Plus- DNA 
Polymerase WffiML (V^rn*3K#ttittt») ] U DNA -9— GeneAmp PCR 
System 9700 (Applied Biosystems %t§g) SfflV^. WClzX 4 &maMt\sfe&* U°Cizx 
30g>Hs 55 0 CfcT 30#H3s 68°C^t 60-#F E gfr£ft3,a&£ 1 h 30"!M*;V 
fx.fcofc. zKEJfcfcJiDs t h TNF-a©C*«^J440bp^Jti|ip^ti-l)o PCRm. iSSi 
* QIAquick PCR Purification Kit (QIAGEN tiM) fcfflV^TJltigU ffHJIWflf EcoRI (^M^ 
&§&)£ £VffllBaHR BamHI (^&&H)*C?!frfbfftx r 2TD— .x^MWBMttfcfl* b, QIAquick 
Gel Extraction Kit (QIAGEN %hM) &JBV^ $J 440bp © PCR ff#£®JKbfco 

h* pBluescriptll SK(-) (Stratagene %fc») &fflmj|t Afllll (New England , 
Biolabs^)T«Yi'fb^-f»pmMung Bean Nuclease (^5tt3&)7«¥ffi5ld|IHb&tc: Ligation' 

High (mwffimnm *m^x&&mmBt]fo*ft-&-2feo mzij&m*m^x*.mn dh5«^ cm 
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Mil 1 1 R»SMfc#&£c Lfc77XU* pBSAf 1 1 1 1 ( - ) * M b tc o 

±837"^^ § KpBSAflIII(-)Sft!llS**lsfiRI (SM^1±®) 43«fct^BamHI (£$ga6*fcBi) • 

T^b^s 7#D-*>Ol/«£UMKifciJsU J:l3^Ki»fcUT«5 2.9kbp©EsoRI-BfliPIWfM- 
£@]&bfc 0 

±fBt?ft 440bp © PCR Wit £ 79 X 5 K pBSAf 1 1 1 1 (- ) &3fc©i® 2 . 9kbp CD 

EcoRI-BamHI Wrtf&x Ligation High Oft#Jf£»*fc*D SfflVNTaueSJfeftff VX KSJiS** 
fflvv£:*«SDH5a#< (*#*&«m*D fcJ&JSMESfcbfe. ft bfttzMm&mkcD!? n-> J: & 
79X5 F DNA bx BigDye Terminator Cycle Sequencing Ready Reaction Kit v3.0 

(Applied Biosystems *±M) £ffi^T^#©H#^*fc:^oTH/fe^s lU^fc© DNA is — 7>+J- 
— ABI PRISM 377 tc £ t? 79 X 5 h* tC#A£tlfc cDNA <Z>4S£fB?!J $gp#f bfcifg^ S ft© 7 
9X5 KATNF-apBSAflIII(-)^f#A,tLfeChS?S^bfe 0 

4*cDig*iB?y^aiu pt)-^aiB^j«^©*sg©^2'ob*s«^u ^wtB^ 

«k -5 fcH£i-bfc„ $ f, ^IB^J## 102 105 ©jfciBfctt* D— =.>^J9<OfflRSa»|KgKttBB9y 
SttJnbs M?m*3- 102s 103s lO4*5j;^iO5CD4*0^DNA (777Vy^M) 

b£o 

ij rf y. $ V ^ K 0 . 1/zMs $ £> 0 . 5/zM ©IB?U#-# 106 jS&Xflgm 

«■ 107 O^jEft* U =f* * l^?- K£±f4s79>f bT^Dbs PCRM«[2unit 

KOD-Plus- DNA Polymerases 0.2mM dNTPs s lmM ^^"^ 7^ As 1 iuMJ£<E> KOD-Plus- DNA 
Polymerase |g» (^rft*JK#iS&iK*I«) ]*W»U DNA+f— ^ 9 -GeneAmp PCR 
System 9700 (Applied Biosystems #jR) £fflV>Ts 94°C^T 30#^s 55°C^T 30 #^s 74°C 

izx 60 mmfr ^;i/tbTs 25 im*;k -^©^74°c^x 5#na£ i -y- 

-f^;i/frofeo PCR^ S gEHjfettft QIAquick PCR Purification Kit (QIAGENftJg) fcffl^T 
ilb, ©JPSglfftEgoRI (^JgttSa) 43«fct>*$iJPl^AflIII (New England Biolabs *fcSO 
*C$NMb&x 7#Ti>- X.y;i/m^t«l^bs QIAquick Gel Extraction Kit (QIAGENM) £ 
ffl^Ts ^3OObpCDPCRKff/t£0lRbfco 
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±§BT?»f>nfer^^5 KATNF-apBSAf.lIII(-)^$>JPl^EcoRI (^M3£*±S0 ^5itF0J 
PlUfHAfllll (New England Bio.labs*±M) Xffiit^ TXu—ZtfnsnmkWMz&k^ ± 
IBi:l5l«^bT«J3.2kbpcDEcoRI-AflII'I ®Ttf-£H]iKbfco 

±U-emt>tlfz.ffi 300bp <D PCR X F ATNF-apBSAf 1III 3. 2kbp <D 

EcoRI-AflHI KtM-^s LigationHigh (MWmm^M) *m^X»m5iJ&*fti<\ 

y^'Ts X K DNA £!!§Si bs BigDye Terminator Cycle Sequencing Ready Reaction Kit v3.0 
(Applied BiosystemsMD %m^Tmit(DmmmiZ®:^X%.)fo1k, |ej%h© DNA is — ^r>V~ 
-ABI PRISM 377 K:<fc D c- K^ff A^nfe cDNA ©&SiB^J£«f bfc^HI> gl$©Jp 

Mb h TNF-a£n — H-T^ cDNA f 3 5. h* Al-12TNF-apBS #?#e>ftfcCI h%mm 

bfco IB^JH^- 108 ca^UfcM^b h TNF- a CO cDNAI3?tI£, 1B?U#-^ 109 MMS* t h TNF- 

d-3) mmt h Tm-amm^??-(DMm 

±13 (1-2) "C^f^tlfer^X^ HAl-12TNF-apBS EcoRI (^*g3£*±S0 *5«fc 

tfBamHI (^@mt«0 TfiSYbf&s 7^n^^«|tftU JiSB^ISl^bT^ 
0. 72kbp (D EcoRI-BamHI K^^IUKbfeo 

±§3tM#tl £ fz y v * ,5 K A 1-1 2TNF- apBS &*©f*J 0 . 72kbp © EcoRI-BamHI ®r Jt 
8 <D 1 m. (3) bfc fc h i\jifWf%^M ^<?7 $ — pKANTEX93 &3&(Dm 9 . 3kb'p CD EcoRI-BamHI 

m*tt. Ligation High (^#^^±«) ^ffl^T^M^^frv\ mB.j^m^m^x±mm 

' DH5att (lil#»f±M) ^Jfellfe. nZhfemmmMfocDtu-y&t) y^x * \t DNA 
£!l§iS!bfc^J|^ 1 H^^bfeJKMt h TNF- ag&M^P & — pKANTEX A 1 - 1 2 TNF- a^||f> 

ftfc£i:£fi£fgbfco 
(1-4) TNF-a/EL4©#M 

8//g©±I3 (1-3) T"f#e>tlfe^^^ KpKANTEXAl-12TNF-a^ 3xl0 8 «©EL4iKeJ3a^ 
x.l/£ hD^L/-: ^3>^ [Cytotechnology, 3, 133 (1990)] (Cj;b*Ats 60mL © 
RPMI1640(10)» [10%FCS £^tf RPMI1640 (Invitrogen*±10] }CiSb 96 ^xjl/? 
-f^D7P-h (ffi&^-^-f M±M) t 200,uL/^:ii;HF -?#&bfco •5%C0 J ^ >^a.-< 
-^-rtT-37°C,24 Bm^«^0.5mg/mL G418 £^tr RPMI1640(10)jgife^*5^-t> 
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%mm&&$> %^3.mMrz$>z> el4 mm* 5 x io 5 ,«/5o tt^ % & a \z 40 ^#^© t h 

$t (R&D £fclgO *^tr 1%BSA-PBST*!1?§U 96 ^:n;i/ U^HSri/ — h It 4°C N MftT 

"C 30 #|HLEJ6£*fco SJfeSfcx 1%BSA-PBS TJ 2 0^#^ lmL CD PBS Tf«»U 7 D — +J"^f 

IS*ft*4 2BBfc^bfe. f4 2 0^LfeJ;a^ XMilf&l* 7 t MOT- a ©#§ 

M-^-bfeo CM Lymphoprep (Axis-ShieidttM) &fflV>T*fiMlttW»fc:^V> N #&&JB& 
#g|Lfco RPMI1640F(-)-FCS(5)*g*fti [5%FCS, 1%^-*/ >J 7* h V-f » (Invitrogen 

aSDft^tr^a;^— ^l/y RPMI 1640 *git&( Invitrogen *fcgl) ] T* 2 @»Jt^lHk 

J*#&frV\ RPMI1640F(-)-FCS(5)igi|^n^.-r 5xiO B ifflWmL^^b, ^ 7 at ^ * — 

±fBT!#^bfe TNF-a/EL4 (»MW 7) % 2 x 10 5 «/mL «fc a 

BPMH640F(-)-FCS(5)«F*ftK!SHIU ««*§$t£ bfc„ 
(4) ADCC . • 

96 ^^l/U^JSri/— h (Falcon #SQ ©«^ac;i/fc±ffi (2) *T?»HU;fe:n:7 — 
ffllS&fflt® 50AL (2.5xl0 5 «/^^;i/) ^aifco ^V>T"±IB (3) ^SaML£»»' 
$g$fc&50AtL (lxl0 4 «/^oi;i/) fMU ^7i^^—jBIJSi:»«l«lil&©JtA s 25:l 

a ct a Hasan ufeo M^s #0Ufi0»i©& 2 st#ibfe#i stfnrii-fc m^m&m^^ti^ 

timmnm& 0.00001~l/zg/mL &$\Zfia%.X&m% 150 jul £ U (700rpm N 

5^H) 37°CT- 4«rlHSi6$*fc. fijfc^ (12'00rpnu 5 #H) UTHiiS^ 

ftiWB»i:±»iUC^*IU ±?S© 50/zL £ 96 V ^frspmris-btefr&Vfzo #&bfc_t 
iffc: CytoTox96-Non-Radioactive Cytotoxicity Assay (Promega %M) WtM®MM%.Jfo%& 
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£ 50/ul/*? *fr-cmDU mU, m%T-Z 30 »IHIRJ***&. nm<D Stop solution 

^ 50^L/C7^;i/-f^PU .OD490nm©njbfe^&$!l^U ±%k*¥<D3\M : r\i HD^t- tf (JW 
T. LDHhlBf) ©S^iJ^Lfeo sTNPRII-Fclll^-®aH©^«J^LPH^ttStStt^ 

(D± LDH fii: VXlt%.mmWtm<D Lysis buffer ^ 1/10 i^fiD bfe'i' ^^©-(it^^U 
Sfes TOi»©g^mLDH*hbT&^ C 
n^OfficfcDTIB^^VV (%) £H£HL£:o 

ADCCMtt (%) = {#-9->r;V«^T-©^fitJLDH^^/ (£LDH$J^-@^;&ffiLDH«£ 
It)} X100 

^^^4 3|l:5bfe. sTNFRII-Fc(-)f*TNF-a/EL4 
m\stzo -2k sTNFRII-Fc(+)T*tts $a^bfc^K$EHT-&#S£i£VN ADCCrS'l£bfrig#>£> 
tltc^ofe„ JW±©«g*tt % ^Fc^©N-yU3^V^^S«««©il^c^©N-T 
t^;i/3*^>073-^$ Z>Z.k.lZ,$L Fc fifths £ ff© ADCC }g<|£ £ ^ b < ]§f 
#> £ £ i: # qTtg^S) 3 £ h %m bt ^ 3 o 

mmm io) 

CD 2 ^'14 LFA-3 K > -Fc ffit^S ft (LFA-3-Fc) <Dfm 
1. LFA-S-Fctt^BRIEB'* 
(1) CD 2 iS^t LFA-3 KXW" h*f <5 DNA<0*SI 

USP5914111 Mia«© CD2 Jg^ffi LFA-3 h*.X -f >© Fc Jt£n— -S cDNA £J£TF 

<D<fc5.fc:*3gbfc. ■ • 

f33W§-38 £5*£;lT,3ffi3£IBaifc:fi N CD 2 ig-^-tt LFA-3 IM -f >£n — h'-r^IE^J© 5' 
*Jg^ 9ttEficD^MRfRM2: LFA-3 ©^^^^HBJUSteAtlfeo 3' jfcigte&t. h Fc 

fMffl?U$^tf> PCRM«OliiliIM7-7-r-v'-6D^^ai3^JSftttlbfeo IS^bfeia^J 

#^•38 £.nt$nzi£3EEm&* Ty^*>xmfi&mzt£z>&5\z, s'jmm-fr 

*>m i2o~uo mmr^m 4 *©<gsBB?ut^8!i u m\)^o^mmm^o^.mz.m 20 % 
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U =T* * L, h* ^«i^am* s 0 . 1 tM iite 3 J; o \z 0 . 2mM dNTPs. ImM i&fb v 
tf A*-£ir£j5Siftfcj&n*.* £<hlz 0.4,uMM13 primer RV (fSBj&JSfclKK 0.4//MM13 primer M3 
(GENSETM) ^J:t>*2.5#te©KOD polymerase (Jll#ifS»M) £MVNTs i^ir50/zl i: 
PCRH^S^fr^feo 94°C^-C 30#P^ S 55°CC-t 30 #Ks 74°C^-r 60#^© 

25 74°C£T 5 &M& 1 1M ^^ff of;o»t§ QIA quick 

PCR purification kit (QIAGENM) tttlU ©JRS^Kpnl (New England Biolabs # 
£1) ^J;^JPi^*AlwNI (New England Biolabs #Mk)"Zmk%k, K^&$t£:^#D— 
;V«M^t*tttU QIAquick Gel Extraction Kit (QIAGEN^tM) £J1VnT> $<J0.42kb© 
KpnI-AlwNI»f>t§llIlRbfeo 

mz s mmm8(Dmim(2)'zftmvfcy"^x^ FpBsiisKH/ncri zmmwrnhmi (New 

England Biolabs t±M) 3$&V<mmmm AflHI (New England Biolabs tt^) TJ«Hb& x 
jS*l££T:#a — *^;i/m^lfrfc:#fcU QIAquick Gel Extraction Kit (QIAGEN tfciSQ £fflv> 
Ts ^l.lkb©AlwNI-AflIII ifr^^HUKbfeo — |H]r^^$ K.SftlJRg^ AflHI(New 
England Biolabs *fc^)*5J;^J|Jg^KpnI (New England Biolabs ttS^T-riYbgL m%.Jfoffi. 
*Tj3u—xy)\,mUWm\z@k\s s QIAquick Gel Extraction Kit (QIAGEN ftSSO ^fflVMTs 
m 2 . 5kb O Afl 1 1 1-Kpni mfr % HUR b fc„ 

±i3T-^^^fePCRfi^©^0.42kb©K^nI-AlwNIif^ F pBsIISK(-)/hCr 1 ft 

^©^2.5kb©AlwNI-AflIII KM-^J;^^^^ K pBsIISK(-)/hCy 1 ftjfcg) Af 1111-KpnI . 
®r#£ Ligation High ii($Mtti)Sffl^ti#©i)iit(;f otaSbfc« £©«fc 
a^bT^^tlfeJU^X.^^^^ KDNA»^ffl^T^aDH5a« (m#JM*tSS0 £BK 
fe^U UteiftC^D-ViD^^vX^ F DNAfcliSlU Big Dye Terminator Cycle 
Sequencing Ready Reaction Kit ver.3 (Applied Biosystems ^±9H) £J^*t$ift©t&BJ3<fc: 
IH*±<DDNA>>->r>-9-- ABI PRISM377 <fc D#7*^^ 2; Kfc:JfA*nfc PCR 

pBsIISK(-)/LFA-3-Fc ^fetlfcd ^ilglL 

(2) in-z-?cm-&m&m&m'<#*-<DMm 
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t htotfifMS^^**— PKAOTEX93 (1) xn^Ht^^^X K 

pBsIISK(-)/LFA-3-Fc LFA-3-Fc m&W&WmM'*? * — pKANTEX93/LPA-3-Fc ££TF 

■ (1) KpBsIISK(-)/LFA-3-Fc ^JPS^EcoRI (^@3g*t§g) t 

^iJIS^Xcml (New England Biolabs*±$!0 xmih'&. ^MJStf&fcTtfD — 7>?)\,nM$m 
til, QIAquick Gel Extraction Kit (QIAGEN*±M) £JfV^ $J 0 . lkb © EcoRI-Xcml If? 

t Mb^fc^mffl^#-pKANTEX93 £ftJRB#fft Xcml (New England Biolabs*±Sn 
h BamHI (New England Bidlabs %M)xm<t&, ^H/fo$t£T#n — X^;Ht^t&t^ U 
QIAquick Gel Extraction Kit (QIAGEN ^ffl^ts $J lkb © Xcml-BamHI ®T#-£IIH&b 

tzo ny^T, X Y^Wmm BamHI (New England Biolabs %m.) £ EcoRI (^^£*±§g)T*$Hb 
KM^M^T^ni— ^^;i/«M^c®)C#tb. QIAquick Gel Extraction Kit (QIAGEN. *±S0 
£/B^T, ^9;3kb©BaraHI-EcoRI ®r#£lH]l&bfco 

±mx*m&tlfc pBsIISK(-)/LFA-3-Fc EcoRI-Xcml £ ^ 5 b* pKANTEX93 
Efei5fe© Xcml-BamHI ir/th BamHI -EcoRI ®t#£ Ligation High &mMW$M%M)%m^X*M 

^«DH5a^ mmmm^tm ^i«u mnmmh<D?u~>£y)&7>^xx fdna 

^i^Mbs Big Dye Terminator Cycle Sequencing Ready Reaction Kit ver.3 (Applied 
Bi osy stems ^m^xm^±<D->-^>^- ABI PRISM3700 tcfc D^IBJU©$P#r ftff o 
fee Itf®^ BW©t6SiB?lJ**'rS^4 5H^bfer^^^ K pKANTEX93/LFA-3-Fc 
#?# Htz C i: bfeo 

2. FUT8 3H£^#*7>y >y ^Tt? MfflJ3&T"©gc^3i 

1 ©fg 4 £K1B«© FUT8 )\/ J VPTVV «&43<fct>*^©Mn?& 3 

CH0/DG44 Mm*®3LMMh btffl^t, #fliS0!l©gS 1 S"Cf^» bfe LFA-3-Fc J(?B 
^^^-pKANTEX93/LFA-3-Fc ^IXbts LFA-3-Fc ffl^5&X©$£^ft!IJ!&&£&&&#I 2 

mfc^mmim-ix^&^o 

§m&}& 600>ag/mL © G418 &-£tr IMDM-dFBS(lO) «»*CJi3lmrtfe*»o N LFA-3-Fc Hh^g 
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SM3M&&KC1198 kLZmifeo 
3 . CD 2 M^rtt LFA-3 K^-f >-Fc ifc-£rg S K©)W8g 
±IB*»J 6 ©$g 2 TOSbfe LFA-3-Fc I&1^eM©kMIIS£ EXCELL301 ^ (JRH 

ttm) *m^x looomL ©^^-;i/T^*ufeo i%m±m£ ^mmm 2 e>m im^mm®^ 

£^oTLFA-3-Fcifei^eff«»gLfco *t«gbfc LFA-3-Fc Uj^®a«{i^tl^n 

«©CH0/DG44ifflJ}££ e }; LFA-3-Fc(+) £<KC1198 £ £ tl& LFA-3-Fc(-) 

4. )|*SHFA-3-FcIi!1^£ft©#W 

■*mWM(Dn 3 ^T'lfigbfc LFA-3-Fc (-)*5 e fcy f LFA-3-Fc(+)©ffligS*5«J;^ Fc W$,*\Z 
'WM bT V n ^Mm* — Wffli5Cb Til b „ 

(1) LFA-3-Fc(-)*?«fct>*LFA-3-Fc(+)©»MS©M 

=&MLFA-3-Fc M-&m&M(D® 2 jug SfflV^T. MMM 2 (DM 510. (1) ^IBiR©^^ 
oT SDS-PAGE Jtfj-oTco ^I4 6 0i:*bf;, -SM©3l»^6M«^tl^tt. 
^#TO^115kDa N il7n^TT?{i^60KDa©/\*> h* ii bt^tH^nfe 0 Cl©^(i s LFA-3-Fc 
®&-£,®'£»©#^:M*V ^7U^Tt»(i^ 115KDa T'& tK ^^TT-fi^l*!© S-S 
1^#iiD$r£*U ^60KDa ©^W^li^tl^ ^V^a^[Proc. Natl. Acad. Sci. USA, 36. 
61 (1999)]£-$CU ^©M^^IiaM©LFA-3-Fc(-)43j;^LFA-3-Fc(+)T-^i&/^— > 
#imbW3££;6>£>, LFA-3-Fc(-)43J:^LFA-3-Fc(+)^^^^-^zi— K^tlfeM 

(2) m lfa-3-fc m&m& wvmmm&frtft 

J£8te#l 2 ©HI 5 ^ (2) ^l3«©^-trtfofe 0 tU CD2 LFA-3 h*^-f >^tt3®^ 

©N-**>; h*^«-grMMm^M^^ (USP5614ni)t-3£h#*P£ftT^3&#\ 
#J»MLFA-3-FcH[^eK^e>Fc^©iT>t^MU Kifit^ffl^TWm^^^ • 

#fWJ©lg 3 mxmmisfe LFA-3-Fc Ht-argeR^ 500,ug *; y */;)/:n> h^r^-^*— tf 
5//g £ 50mmol/L h U *M$ipH8.5 illib i^S 5mL i: LT 37°C, 1 B#^^^-&fe 0 M 
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jftfiftC MabSelect (7fJVY^7M) *^ Aftffi^ttBIWK:fl6V\ JBt^T Fc WrK-£*|*l 

bfco 

*gJJI£Sg 6 jjs b o LFA-3-Fc ( + ) T* & 7 3 bT V > & V^ftSgUDgg^tf 7 % T» & 

^^bTVN^v^ffi©ga-a-(iasioo%i:B»*e>nfeo 

£Lh©«g*«t LFA-3-Fc(-)0 N-^ U n > K«g^*^ffi«««©«7c5te*B© N-T-tr^;i/^ 

lfa-3-fc m-&Et&n<z>7 3—xft&mmm0m& 

®£Sf£ 73-x^*)5:^W$ (%) 
LFA-3-Fc (+) 7% 
LFA-3-Fc (-) ~100% 

MM 11 

CD2|S£ttLFA-8 K^>-FcIfci^.fiW©r5ttM • 

i . wmm±<D cd 2 ( nxmrn ) 

6 0$ 3 : #"CffeRbfc LFA-3-Fc it^MS jf 3 LFA-3-Fc('-);fc<fctf LFA-3-Fc (+) 

i 

i:©^Mffi^*-rs cd2 fc»*r*sitett* % m^jn;^tkt)j^T©<t3^i*bfeo cd2 

»5MBJBttfcUT^ CCRF-CEM«(ATCC CCl-119)£fflV^o 

1 2xl0 6 ^©CCRF-CEM.i&fflJi&£ 96 >7i;VU?7P-M:^U^0^[g 

JWWftlfe : ^libfcWfil (1985)] TJLFA-3-Fc(-):j3«ktf LFA-3-Fc (+)& FACS M«ff«rc 
435nmol/L bfeigfi** lOO/iL/C^l/i; UTftliU jfc^ 30^HKlife**fco 

FACSffl«»*TJ2|5I^^ N PE«»tftt MgG(Fcr) 7 ^> • 3-;i/*-*fc*D £ 

FACS 50igfc#JRb&8f«Eft 50/zl/«>*;i/*CiPi{.fe„ a&fcWK*T! 30 ^HHJfe 

M4 7mZmistc£olZ, LFA-3-Fc(-)ife < fcVLFA-3-Fc(+)©"CD2^©ijg^HStt^IgftT« 
$.ofeo CD2 ^LFA-3©^^C{iiWf»©^#^^V^i;$gS$n-tV^^^ [Trends in 
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Glycoscience and Glycotechnology, 11,1 (1999)]. ;*©Sg-£-bTV^^ LFA-3-Fc(-) 

2. FcrRIIIa-.©^^ 

mmm 3 om 3 mzmmv>jj ; &tmmzi?^feo m u $j^bfc lfa-3-fc aMaict 

^®B& 33nmol/L fr£> £: b£o 
^&^4 8El^bfeoLFA-3-Fc(-)*5 £ fcth*sLFA-3-Fc(+)}i«'6!c#^^FcrRIIIa £*g 
3 C tfflWRS tis Fc r RII la % LFA-3-Fc ( - ) © Fc y RI I la fcMt % *g-&JBI4fci\ 
LFA-3-Fc (+)©■€ *i£ t)fci^fc<Z>T*&ofco £©^JHfis — iH3i© Fcr EHIa CD#5-^T*^ 

LFA-3-Fc(-)i: LFA-3-Fc (+)©«£&, FcrRIIIa <fcV Fc ^^td^^rr 

LFA-3««6©7n-X^SiiCD2 fc©^£Mk|g#£#£&V^ fcfr£ N ftftFcMtlC 
N-j"j3S/ K^«^SISm©ii7C*4S©N-T-fe^;i/^;i/riif $>073^§i 

*-r 3 c ftfr fc fgw^ft-r x ^ # -mvtzA&mzmmx g&^t zwmiz 

3 . CD2 LFA-3 h* * -f > -Fc Hfrg-g £ R© ADCC Mtt 

CD2 LFA-3 >-Fc H^SSSt© CD 2 MB t h T « 'J WlJffi»ft Jurkat 

* ADCC r5«. MA — e»^Rlfe*»TOi^Si7 * * * -«HSfc bt 
WT0J;5tbt^bfe. 

l^tt 50mL ££jUfcbs y h ij £A (»**aS*fc«) 0.3mL *J«*.»*>jWc 
^S-a-bfeo Lymphoprep (Axis-Shieid*±®) &fflV>-C&3i&fiJ|«&c:ti£v\ #^3^Jg$ 

#iH£bfco RPMI1640F(-)-FCS(5)*Jft [5%FCS S 13^^>U >-X h U7 h V-f » (Invitrogen 
ttS)*"&tf7iy— H^RPMI1640^m( Invitrogen^) ] ~e 2 @3gi&\#ik 

g«*TV\ RPMI1640F(-)-FCS(5)igjft£fti;LT 5xl0 6 M/mL fcW«EU 
^ilbfeo 
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(2) mmmmmmcomm 

Jurkat *ffl» 2xl0 5 tt/mL (DMmzfrZ&SlZ RPMI1640F(-)-FCS(5)^l&t3M^U^ 

(3) ADCCr5tt©« 

96«>i;i/U?iri/-b (Falcon (D&V^MZ&m (1) T'liMbfe:^ 
ffllflSiStt© 50#L (2.5xl0 6 »/«i7^;v) £#&bfco (2) TgiMbfe»« 

m&*50juL (lxl0 4 ,«/^^;i/) t^ftU I7x^- «hW«©ib^25:l 
S^d^^DUfeo M^s *»J©I2 JHT*#Mbfe=&®LFA-3-Fcffll^aM<£^iX^n 
g»S^ 0.00001~10//g/mL £&£>cfc5.£;!)a£T^:B£ 150>aL U ji>£.v9« (700rpnu 
^ s 37°C-l!4B§^ji£;^^:feo (1200rpnk 5 ^H) UtMJfeM 

rftc: CytoTox96-Non-Radioactive Cytotoxicity Assay (Promega*±M) fcfl"JR©^KMJ&M 

£ 50.^/^ x^sanu mu, mitrx* 30 ^HM^^-s-fco Rtm. nm® stop solution 

SSO/zL/^^^t-^inU OD490nm©lSb^£$iJ^U ±Yi* ©?L^t h* D^—- tf (DM 
famZmi 9 m^mVtco LFA-3-Fc(-)43£Uf LFA-3-Fc(+)f£ Jurkat mm^MVXmm^ 
£Bfc£rT 3 d fc £ X t) , Fc Ife-grSfiK© adcc £ fc# Wt?& 3 £ £ £^ b W 

RTMt h FcrRIIIa®eK©f^M 

1. ^B^h ¥crRiium&M(Dmm^^—(Dmm 

(1) b h*M#WcDNA©f£li 

*i£ Lymphoprep -fb^S*±®0 bfco 
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RPMI1640^ife-e 1 d N RPMI1640-FCS(10)igife-e 1 ®»J^«f bT^Jfe^xRPMI1640-FBS(10) 4> 

izmwvtz 2xiQ 6 m/mi(D^mMwmmmm^mm:vrzommnsisLMmmmmm(D 5mL %m 

UT 800rpm f 5 ^|S©ai<fc^«l*fTofc^ ±$*£|$*U 5mL © PBS KlfflHBb&o ^fiT 
800rpmT« 5#IS©3ftjfr#«£fTofc«k ±$S&RfcSU QIAamp RNA Blood Mini Kit (QIAGEN 
*±M) *fflV^T«<y-0BiW»K:«ev\ ^RNASttffibfeo 

f#5>tife^RNA2>ag ii^tU SUPERSCRIPT™ Preamplif ication System for First Strand cDNA 
Synthesis (Life Technologies *±M) &m^XWiW(DWiWWlZ$&\ ^"U=f (dT)^^-f v 
^- 1 LXm&&Rj& £fr a ' C h IZ J: t) > cDNA b „ 

(2) t h PcrRIHa«ejC*3— cDHA©9l» 

t b FcyRIIIagfiH hPcrRIHa fc*8Bt**) ©cDNA©Stf#tt, WTOiaia 

£Ts hFcrRIHa © cDNA ©tggISJiJ[J. Exp. Med., 170, 481 (1989)] <fc& % ffilRIS^ 

mzMh-XV*^— fe'ExTaq (1) tHibfeb 

TOft^O cDNAM© 20«fflHR* 5/zL 50>aL ©HJfo$i [HB»ft© ExTaq buffer 

0.2mMdNTPs, l/zM±aa3tfe?»ll»7 , 9-f V- (BB?Uf|-f 44 45)] £11 

tSU PCR£*Tofco PCR. fci, 94 8 Cfc'r 30 $>|Hk 56°C^T 30 #H3 N 72°CCT 60 #F^£& 

PCR^s »SJfe«* QIAquick PCR Purification Kit (QIAGEN *±8$0 *"JBV>T*MiU MM 
7fc2O^L^0bfeo ©JRB^EcoRI (M&tttt) 43£T>*BamHI (£$Bjg*t«D T^Ybbfe 
«x 7#D— *# , ;i/*£«M»K:#U PCRft3fe©m00bp©(ffK'&@JKbfco 

—13, 7*^*5 K pBluescriptll SK(-) 2.5>ag (Stratagene *±§£) &fl||Bfl|3K EcoRI (S 
jg&fcigg) ££T>*BjunHI T?$tfb^ T^n-^y;i/«S£»»ic^u 5^2.9kbp 

©«r#£IIJKbfc. 

±flB*C#fen&t h^mMMm^- cDNA S^©^j 800bp ©»r#i::77;U h* pBluescriptll 
SK 2. 9kbp©»r/t*N DNA Ligation Kit Ver.2.0(£^^)&J3^Tj»|gSJfc 
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SftsifcK©* n-> <fc t)^-^^ ^ J* DNA ftlSMU BigDye Terminator Cycle Sequencing FS 
Ready Reaction Kit (Applied Biosystems *±S0 %m^XffiU(DmwmiZ$£-?x%.mW.^ M 
ft© DNA is tr ABI PRISM 377 £ J; b^r^* ^ KfcffASftfc cDNA ©i»IB?yft£i 
^Lfeo *&\Z&bWm&5&\stt±X(DWX cDNA hFcyRIIIa © cDNA © ORF :feSIB?!jft 
3-mci:$5lltfeo t&mhVX 2TO©hFcrRHIa cDNA ft?#fc 0 - 

o« N ffi8J#^ 46 b&lERrefc t>. mMm^tsy^^ ^ h* i: UT pBSFcrRIIIa5-3 * 

»&. k?ij#-§- 46 ©^lani^ife-rsr^^KiB^j^BB^js-Jg- 47 

■Bai#-5 48£**LfcIBan?*tK KBB5U&-&tf^X^ KfcbTpBSFcrBIIIa3 *»fe 0 IB 

mmm 48 (Drngmmzttm-tz r =■ y mgm&&&m* 49 £*vr„ sb?ij#-«§ 46 ^ib^js# 

48 £^£ft3«sSIE?!J©?il^ 538 # g ©&»#-£ ti-etVT i: GU&tK ^©M^ 
-rsr^yKB!?!Itt N IB?!^ 176#S3&**ft.£ftPhe i: Val t?^-p^o JBITn iffiRJW 47 
IZmZtiZTKSWSBB&XD hPcyBHIa ft hFcrRIIIa(F); PBJU#-^49 C^^tlST.^ JMm 
^J©hFcrBIIIa ft hFc7RHIa(V)i:ffc3\, 
(3) W$&&hFcyRIHa(F)ftn— \t-$-% C DNA©SMf 

hFcrRIIIa(P)©ijlfflJia^«H« (1381*3 47 © 1~1 93 #B) C3fe$g!fc: His-taglBJiJft^o 
qr^#hFcrRnia(F)[JWT> shFcrRIIIa{F)^IB-r^]ftn-Kt-S cDNA ftJ£TF©<fcdk: 

£1\ KLTF^tlZ hFc7BIIIa(F)©cDNA©Jtg*BB?U«fcDx flDiftftiM&ftJgft 

W?4 ^-FcgR3-l (BB^J#-§-50te^-r)*iaJH-Lfco 

*C DNA /K'J^—tf ExTaq ftM^T. (2) t#Slfe77^^ K 

pBSFcrRHIa5-3 §f>7l/- > £: UT^trEffc* [HgM© ExTaq buffer (M^±M)s 
0.2mMdNTPs v r^-f V— FcgR3-U 1>uM V— M13M4 (&gjg#jR)] ftHigU PCR 

ft^ofeo PCRtt N 94WC 30 «MHk 56°C^T 30 72"CteT 60 #Hgfr£>&3Mj&ft 1 

1M btv 35 ^;i/frofeoPCR^ s M^ft QIAquick PCR Purification Kit (QIAGEN 

urn) zm^xmrnvs mm*. 20 ui^mm^tzo mmmmmi immm&m 
temmtiM) t'i«, T-ffu—xvjvnnmmtemvs m nob P ©^sfitntuswfjtftui 

-2k 7*-7^^ K pBSFcrRIHa5-3 ftf&IRBBIfft EatI (£$B3gtt»D &<fclF BamHI (£$g3t 
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nm xm<t%t, 7xu-z>f)vnmwiW)izm\ss m 3.5m Q>mfr%®}&Ltz 0 

±IBt»fffe hFcrRHIa(F) cDNA Efcjjfc©^ UQbp ©#Hl$ifi|g m ft £ 7 5 X < F 
pBSFcrRHIa5-3 fcfc©i& 3.5kbp ©iritis DNA Ligation Kit Ver.2.0(^@3g%tig)£ffl^ 

t 

xmmm^if-otco mBtmm*m^x±M-m dh5« m mmmmm&) «fiibf:.' 

m^ntzmmmmm(D^t2 — >^\)^y^^^ F DNA £DI^U BigDye Terminator Cycle 
Sequencing FS Ready Reaction Kit (Parkin Elmer *±M) %FB^XW4f(DWIflM^lzti£'oX]£. 
Jftlfe. mn<D DNA ->-^^>^- 377 £<fc 5 cDNA (Di&m&W£m 

*rU pBSFcrRHIa(F)+His3 *s^e>nfeCi:^fii^bfeo 
ife^Ufc shFc7RIIIa(F)©^g cDNA1B^J^1B^J#^- 51. ^tlteWfoTZ is y±)\sWM1t 

^&7$.;mmm*m&m^52 izm-to m&m^Mfc&^x. N^^^-y^e* i76# 
e © 7 x j mmm* ? ^ ^ - > x& o tz a 

(4) W« hFc 7 RI II a (V ) £ n — FT 3 cDNA ©Stf# 

hFcrRIIIa(V)©«^^ (BBJiJ.#-^49©l~193#g) h CjfeWfc His-tagiB^J^^o 
nJ«liFc7RIIIa(V)[WTs shFc7RIHa(V)i:sB-r]^n— K-T-g, cDNA ££OF© J; o \z bt 

i 

(2) -ef#e>nfer^^^ h* pBSFc.7RIHa3 £§iJpgg|fR AlwNI (New England Biolabs 

i±m) xmims T^D-x^n^itiu nFc7Riiia(v)© s'^mm^tsm 2. 7kbv 

(3) T-ff^ftfcr^XS; F pBSFc7RIHa(F)+His3 ^MmBM AlwNI (New England 
Biolabs *±S0 T^-fb^s T#n-;*y;i/m^«jfc#:U hFc7RIIIa © 3'»J: His-tag 
BB#J£#*fi® 920bp ©8Jrtf-£HJl& bfc e • 

±§BT»?#fc 75 * ^ K pBSFc7RIHa3 ft 3fc © f<J 2.7kbp ©KJtiir^X^K 
pBSFc7RHIa(F)+His3 &&®ffi 920bp ©iT#^ DNA Ligation Kit Ver.2.0(^i@3t%tI!OK: 

ft^nfe^Kfem^^D-V^D^r^^^ K DNA aiU BigDye Terminator Cycle 
Sequencing FS Ready Reaction Kit (Parkin Elmer *±i£) %m^XWiU(DWti%9te'ifc-oX%. 
tiS&s IH*±© DNA 377 tcfcD^^^ K£$pA£*l,fc cDNA ©j&SI3?!l£^ 

«f U pBSFc7RIIIa+His2 1fift ZtifzZ. ££ffitlgbfco 
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&MLtz shFcrRIIIa(F)0^« cDNA BB^JfcilBW^ 53. ^Wznm.T&t/'fi-frmm* 

^tsr k j mmn^mm^ 54 izm-r 0 m&m^ 54 k&^Xs n*<^^ 176 # 

■ (5) shFcrRnia(F):j3J;^shFcyRina(V)©^il^*— ©;(#g| 

shFcrRniafF^cfclFshFcyRniafV)©^^*-};^ Wiacuiilfeo 
(3) 43<tt>* (4) T^#e>tlfe^°^X^ FpBSFcrRnia+His3^efct>*pBSFcrRIIIa+His2 
©^ti^tl^W^*EcoRI (•g.nmftMk) &cfcT>*BamHI &mM#.M) -e^Kb^ :P#tt- 

^V)vmmjm^®k^ ^n^nm 620bp ©=&©?#& sir b& 0 

-2k r^*^ KpKANTEX93 ^©JPS^mEcoRI (S«^*±M) &cfct>*BamHI (SM3t*±«Q 

±Uxmtz shFcrRIHa(F)cDNA*5j;^ shFcyRIIIa(V)cDNA %St$m 620bp ©#$r#-£:7° 
h* PKANTEX93 &&(Dffi 10.7kbp ©BftJt£, DNA Ligation Kit Ver.2.0(^I3£*tM)£ 

Mv^^s/fofc^ofco m%.jfcm*m^x*M'M DH5a * (jn#M;s**tM) ^iifejii 

feo ^5>tife^Rte^©^D — > J; t>#7°-7X ^ K DNA BigDye Terminator Cycle 

Sequencing FS .Ready Reaction Kit (Parkin Elmer ItfM) %M^XMW(DWi,mWte$£-?XIx. 

mi±(D DNA is—Z^yy-— 377 D&r^* * cDNA ©ig»IKn!&J§? 

IfU @WO shFcr RHIa(F)cDNA &<g-$iftM'<P 9 — pKANTEXFc7RHIa(F)-His 
shFcrRHIa(V)cDNA ^trMSI^ # — pKANTEXFcrRHIa(V)-His £ ftfc £ J: £fitfg b 

2. shFc7RIIIa©£££jg»©fm 

##^0J©& 1 ati^Lfc shFcr Hla ©283!^ # — pKANTEXFcy RIIIa(F)-His &cfcl>* 
pKANTEXFcrRHIa(V)-His £^ y h ^ :nn-T YB2/0 MM [ATCC CRL-1662, J. Cell. Biol., 
93. 576 (1982)] £#AU —MIS© shFcrRHIa (D^^MmU^XT (D ^ r> \Z. bT-ftM 

bfco 

ffMliS AatH fvi'fbbs «l#tfbb£: pKANTEXFcrRIIIa-His © 10>ag £ 4xlO B M© YB2/0 
MU^^VZ Y n#P — ^>3 [Cytotechnology, 3, 133 (1990)] T-ziA^s 40mL © 
Hybridoma-SFM-FBS(IO) [10%FBS Hybridoma-SFM JgJt(Life Technologies)] Jc» 

^U96 ^^)^mmyiy-h (te^7^tii) ^2oo/zL/e7^;vro^±bfeo5% 



133 



WO 2005/035586 



PCT/JP2004/015325 



ccw^a-^-^-ftT* 37°c. ummmm\sfr&. G418&1.0mg/mLK:fc3<fc5^;&nbT 

)v&y>mm±m*m)U\ss ±m*® shPcrRiiia ommm^mir^^mmcDm 5 m^m 

igm±m*fc shFcrRIIIa (Dmm^misb^tifc^^^(Dmm^Mmiz^^Xit, dhfrSIfc 
^JiiH^^fiJfflb-C shFcrRIHa^jgS^iiAn^-&^@W-t:\ G418 £ l.Omg/mL^ DHFR©P1« 
MS&Z MTX (SIGMA M) £ 50nM#trHybridoma-SFM-FBS(10)ig;fc&k: l~2xl0 5 «/mL lz 
te%>£?lzmimV, 24 tf^l/T'P-h (Greiner *±S£) tc 2mL fo^ft bfeo 5%C0 2 <i >Jra 
^_^_pfg^ 37 o Cn ni^il^ 50nMMTXlTtt^^-r^Ktei^*M#bfeo ^Sfe 
mttOit5g^to^>tifc^^;i/©i^#_hyi^'0 shFcrRIIIa 5 Wz 

7jk-f ELISA D^tbfco ^Ji^ft 1 ^ shFcrRIIIa (DrnMrnifoZtltcV^frOftm 

mmkfc-o^Tte, ±mtmm<Dfimz&*)^ mxmm* ioonM, 2oonM £m&.±m£i£s m. 

G418 £ 1.0mg/mk MTX £ 200nM ©^mt*#tf Hybridoma-SFM-FBS(10)i&ffeT-if*gnJf6 
>o>o N shFcrRIIIa <^]8i^mi-^^M^m«^fe„ ^e>tifeBKfei^^bTs 2.H0RB 
J^#IR&fc c fcS7P-Wb£:fTo;fe 0 shFcrRIHa{F)^^j^t-^^Mtemtt^n-> 

KC1107 shYcjmi&m^m-r^mmmmm^ n-> kchh 

4,. shFcrRIIIa ©MM 

*&%M<Dm 2 & tifc shFc r RI 1 1 a ( F ) ^4St5 BK^MIg * n - > KC1 1 07 25 J: 
V 8hFcrRHia(V)4M"r*JKStteSMI0Jia^D — > KC1111 £ G418 £ 1.0rag/mL N MTX * 
200nmol/L X^ts Hybridoma-SFM-GF(5) [5% Daigo's GF21 ( SI # 26 *t fc-^tf 
Hybridoma-SEM^Jft(LIPETECHNOL0GIES'tt3K)]K: 3xl0 6 «/mL J;54c!H»U 182cm 2 

7 n (Greiner 50mL #aUfco5%C0 a <f V^o-^— ftl? 37°CT* 4 BH9*3£&x 
^#±«^HllRbfco ig#±?f£D. Ni-NTA agarose (QIAGEN #^A£fflVNT. 

mnommm\zm\ shFcrRIIIa(F):fcJ;tFshFcrRIIIa(V)£)liMLfco 
5. shFcrRIIIa(F)*5 t ttfshFcrRHIa(V)cD^m (ELISA ^fe) 

^±»4»**VNti»sabfcshPcrRlIIa(P)^J:V8hFcrBIlIa(V)©tftai x ^fifcJu 
fci^t- ELISA m iz £ t? ff o fe o 

His-tagCM-r^v^^JrC^Tetra-His Antibody (QIAGEN ttSSl) * PBS ^fflV>t 5/zg/mL 
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CII»Ufc»«ft06*ai;i/©ELISAffl©ri/— h {Greiner *±M) Iz 5Q/zL/^;i,t^&U 
4°Cs 12«fHJSLLEii6$*fe, 1%BSA-PBS * lOOM/'^A'T-iniU SfiT? 1 f$MK 

t«t^ittl y ^ tfe, 1%BSA-PBS ^j|t> ^Ktei^©**J:it&SWi 
»«lUfesliPcrRIIIa(P)43«}:VshFc7RIIIa(V)©#«*3R*?RS 50^L/^^;i/T«iQx.. 
. "C 1 B#H3a&£-frfco SJS&n £-£x.;i/& Tween-PBS 1%BSA : PBS 50 fgM#$?b 

fctr*^->««vi>^tflEt b CD16ftftfttt (PharMingen ttSi)* 50//L/e7^;i/^iP^. N 

1 l$IKLEJ6$*ifco HJte^x Tween-PBS T*#fc?i^ 1%BSA-PBS "C 4000 
*$^-Hf««AvidinD$g$ft (Vector *±SO£ 50//L/^oi;VT*ilI^.x MUX 1 HSIHLEJfcS*. 
feo fijfeg^ Tween-PBS T*$c^ s ABTS SR$t£ 50AL/^i;vtfiniLTlB©$*x 5 frmz 
5%SDS^&50/zL/»>3i;i/TfftlATfiJ56*<?Jt$*fc o OD415 <§e«j£Ufeo ' 

I3JU#^20-AXlB^J©ii£!JI3 :-&j$DNA 
IBBJ## 21-AXiB^J©i£BJ : DNA 
EBI*# 22-AxK?!]©i£BJ : DNA 
■BflJ#5 23-AXBB8|©gttBli : DNA 

24-AXiB2?U©i»W : DNA 
K?!l## 25-AXSB^J©^ : ^DNA 

26-AXlB2F>J©§&l|| : -frjft DNA 
KEIS^ 27-AXfB?iJ©^BJ : DNA ' 
IB#J#^ 2S-AX.Wm<Dftffl : -r^S DNA 
BB^J#^- 29-AXfE3aj©§&BJ§ : DNA 
BB8I#5 30-AXia^jOHteBJ : ^ DNA 
BB^!JS-^31-AXiB2?iJ©iJfc0Ji:^DNA ' 
m&m^ 32-AXSB?U©i£HJ : -£j$DNA 
W&&m^r 33-AXiB^J©|^0J : DNA 

wmm* 34- axib^ij (owm ^ dna 
M-AxmncDrnw dna 
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mzm^ a-x^mmomm 
mmm^ w-xummamflM 
m^m^r lo-x^mmvmw 
m&m^ u-xxm&iomm 
42-axme?u©i&ie 

m&m^ u-xxm?mmm 

45-AXlB?U©lftBB 

mzm^r 5o-AxiBjij<z)t&0j§ 
mvm^ 56-axib^j©i^0j 
mmm^r w-xz-mmcDmrn 
mnm^ w-xnimmvmw 
mmm^ w-x^mnvrnw 
m&m^ m-x^mmomm 

IB^J^ 61-AXiB^J©i^BJ 

w,nm^ ^-x^mmomm 

m&m-B n-xjoMncomm 
w&m^ K-x^mmomm 
mnm^r w-xumncomm 
w?m^ n-x^mnomm 
m$m^ ™-xx.m&}®mw 

m?m^ 79-AXlB^iJcDiiB§ 
m?m^ 81-AXB2^J©iteB§ 

m^m^ M-x^mmamw 
83-AxiB^j©iteB^ 
w&m^ u-x^m^wmm 
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^DNA 
-n^Sc DNA 

DNA 
^DNA 
I^DNA 
^DNA 
^DNA 
-aJ5K DNA 
^ DNA 
I^DNA 
•pfiS DNA 

DNA 
-£/&DNA 
-&5&DNA 
-nJ5fe DNA 
I^DNA 
^DNA 
AJ^DNA , 
I^DNA 
l^fcDNA 

I^SDNA 
-o-JSfe DNA 
-^fifeDNA 
^ DNA 
^DNA 
I^DNA 
^DNA 
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MPm^ 85-AX135U©SiBg : -&J5ft DNA 

m&m^ 86-axie#j©i&bj§ : DNA 
mnm^ w-Ax.mm<pmm : -&jadna 

lBJtJ#-# 88-AX@B#J©|£BJ : ^ DNA 
@6?!J#-5§- 89-AXfB^J©|^BJ : 

mzm^r 9o-x^mn(Dmm : dna 

m&M^ 91-AXlBJUOi^0J : -a-JEjg DNA 

m&m^ M-AxM&kDmm : ^ dna 
mnm^r Q3-AoLmncDmm : dna 

W&m^ 94-AXlBJlJOi^Bg : -frjft DNA 
fBBI*^ 95-AXia?U©ifcHJ3 : ^ DNA 

m?m^ w-Ax-wmowm : dna 

.EJUS* 97-AXiB9U©lttW : DNA 
9BHI#9 98-AxlEJ!l©l&BJ3 : ^ DNA 
SfclW 99-AXie#j©l£0J3 : ^ DNA 
ffiBJW 100-AXffiai©8ftH)§ : ^DNA 
fB?iJ#-^ 101-AXBffiRI©ift«l : DNA 
mmm^r lO2-AXlBJd©i&0J3 : -£rJE&DNA 
■Bfll#5 103-AXBBai©Sfc§ : ^ DNA 
■B?U## 104-AXl3jy©^ : ^DNA 
iB5»J#-^ 105-AXI3#J©1&HJ3 : ^DNA 

wrnm^ m-Ax.&}omm : ^dna 

IB^iJ*-^ lO7-AXBB^!l©itt0Ji : -&/&DNA 
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3 . $i#:Fc«tt#t Mni»© IgG ^Xt'S^ i»DlSB 1 2 KHB*©»-&S6 

4 . in* Fc t h trC#:® IgGl 9 5 * *C & 3 ^ Wa*<©$SB 3 &8Btt<Z>lk^S 6 HM^S 

5. tftfra^MeK«^ s . tMftfr©igGi^7^m«^«r»«i e ^-fv2 (ch 2 ) ^ 

2 (CH 2 ) *?«fc Tm#S«5£*«4* h*^ -f > 3 (OH,) £#trSf^©f£B 5 KlB*©Hte«a5t 

8. m.om<&&mfrifi, immm^mm (vh) &£?nOTinfc*u« (vl) ««r^y 

9. tft»*«iw^«« (vh) i8&x?wm&mm (vl) ^tf^u^^w^ — #«s 

i i . m^oym^Wfk^ rgic^iwii (vh) &&xmm&f*& (vl) 
1 2. nftwttw (vh) &£tfft«rcr£*tt (vl) fc^trffyvr^MM^ -* 
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14. RT^ttSSfr^N nJ^MTNF (Tumor necrosis factor) S^ffc II "e$>3lf;£©i&H 
7 £g3tt©tt^S5ttBJftttl. 

1 5 . qTSMSSMtPff^ IB^!J#-^ 64 *T?7j*cF *l* T ^ ^ ^^t?M*©tgH 1 5 

16. |«|g|t^ FERM BP-8499 fcj; D£KSft*tt#©16H 1 4 1 5 fcKtt© 

17. U^T>KSeK* 5 s LFA-3 (leukocyte Function Antigen-3) ^^^M*Oi5H7 

18. U )«S6R^ IB?!l*t 65 Tf^nS7^ >>»ffiai&'&irt&#©*fiH 1 6 £13 

1 9 . M&m&W&. FERM BP-8500 «fc D5feffi$ns»*<OttH 1 7 1 8 iZHBIK© 

20. tt^SaRjflBaW^x 2 *»#©«6H 1-1 9 0VAfti*» l^K:gB«©llll 

2 1. m&vmm 1 ~ 2 oov^rni^i^»3<fe©a-&«aji*=i— k^sdna^i&^ibi 

2 2 . m-yn—^o^mzmk-^r^mm. *fci*N- 

ggffi 2 1 tcfB8«DJI2K*s£Mfco 

V U 3 F^^MM il7G*$$© N-T-fe^;i/^>3 -tf- s; >© 6 tC7 X© 1 a 
MX'&Zs if ^©ISffl 2 2 fcffi«©^5MBSl*« 

24. ^©^fifctil-^t-Saf*^ GDP-VV^—^ 4,6- 

i? (QMD) & £ GDP-4-^r h -6-?^^ v~D- ^ > y _^_ 3 , 5-^ If -7 —if (Fx) 
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2 5. GDP-v:>7— * 4,6-^t WT© (a) £fc&(b)fr £>Mfc£*l& DNA ifi 

(a) KaisHS- i •zmznzi&m&m-fr % ft & dna ,• 

(b ) B9(I#9 1 *C&$ tizm&g&mfr £> * S DNA £ * h V > i? x. > h ft^PTv W :7 U 
XU froGDP-vW--;* 4,6-5 s t grS^^*-r^®eR^3— Fl - * DNAo 

2 6. GDP-VW-* 4,6-rtI»7^-H?^ WT© (ah (b) *<fcV (c) fr£ft3S¥ 
*&IHn5S6Ht**x fc#©*6H2 4K:fB«©^R*sSl#. 

(a) BBBJ#^2^$*i3T^>>&IB^Jfr6ft&S6ft; 

(b) IB^J#^2T^£ft3T5y^IBW-:fc^Ts lJSLt<D7$SWWfi&*> W&k, *¥A:fe«fc 

fe«#in$tifer 3. j mia?!J#> £ ft K> s fro gdp-^- > j 4 , 6-5r t h* 9 * — KStt 

(c ) I2?IJ#^ 2 ft 3 7^ &B8?!J 80%fiLt©ffl Bttfctf "T 3 7 3; ^ KKBBJ** £> ft $ s 
froGDP-vW-* 4,6-:rfc K7^-eStt*tt4SfiH. 

2 7. GDP-4-^h-6-7= r ^^>-D-V>y— fe?fr\ WT© (a) £2r«(b) 

( a ) BBai#-# 3 t;^* ^aaE^ii e> ft a DNA ; 

(b) mmm^ 3 x*m$nz>i&m&mfri?-&% dna h y h&anrcw *v 

-KfaDNAo 

2 8. GDP^-'Jrb-e-^^^-D-^yy— X-3,5-Jitf^ v— JUT© (a)~ (c) fr 
&&*SMp£»K'ft*«G5re&£x lftfc©$SH 2 4 £gBtft©7&9ros£&#. 

(a) lB^J#-^4T^^tiaT^ymiB^J*.e>fta®fiS ; 

(b) mmm^i~z%&ftz>7$;miw&}te&\,^x, iw±©7^t^ asis #A&<k 

tf/ £ ft 3 ^i&SBJUfr&ft Ds fro GDP-4->ir h-8-5 s :*-*-$'-D-'*>>>— * 

( c) bb) #"9- 4 tj £s ft % 7 ^ y warn z.M%u±<Dten&&m?&7$s wtwm fr & ft \> > 
^ogdp-4-^ h-e-^^-sz-D-^vy— ^-3,5-aiK^7--Hf«ffis*"raaeRo 
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<d i &fr a ^t-^n^#ifp^n#-r %mm& a i ,6-7 n h ^ >x 7 * v— m x~$> %m 

■3 0. al,6-7n>>;i/h^>^7i^— t£fr s JirF<D (a)Md)fr £&3i¥fr ^StfcJti-?) DNA 
fr :a - H I" * S 6 Htf * S x 8ftK<Z)«6Q 2 9 K:gB«O^Rte«W*. 

(a) mnm^ 5 T*^$n§^asB^j^^^^ dna 

(b) fflB?!i#-ff 6 T"gl2tl3^SieJiJfr £>&3 DNA ; 
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& It fe 3 s it;£©iSB 2 9 HfBtROBWaft^o 

(a) rnim^i^mznzT^smwmfr ; 

(b) iB5U#-^8T?a^tlST^ymiB^Jfr?>^SSeK ; 
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(e ) IB?!l## 7 7? m$ ti5757 £ 80%U±©^«^*-T & * 7 ^SB^'Jfr 6 & t> . 
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(f ) ib^j#-^ 8 n s t % j mmm t. ioxauKommB^t % t ^ ; wsmi* e> d s 
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(b) 7-; h 5^D-^»YB2/3HL.P2.G11.16Ag.20« ; 

(c) x"^^^xd-^J«NS0« ; 

(d) ^^^^x.D-y-^J»SP2/0-Agl4« ; 

(e ) ^>J7W\A^^ -liliW BHK « ; 

(f ) b b Siii»t?;w« ; 

(g) mmmrn ; 

(h) ^mmmm 0 

3 3 . perm BP-8499 T!& 3ff ^©«bH 2 1 ~ 3 2 tlfr 1 Jfi^fB^CDff^ 

3 4 . ff£Sfl£J&#:# PERM BP-8500 7?$. 3Ht*©«gB 21-32 ©V^tlfr 1 ^SdfSfoCDff* 

3 5 . m&cDmm 21-34 (d^-fmp 1 mz-ummm^mw-^mmzmm^ . t%mm 

3 6. IS^©^H3 5^gB«©^3t^icJ;Dff 5>tii.s §i;&©fSB.l - 2 0 ©^-r*ia> 
1 ^HBt8©^jiii-S-S 6 SliBE^o 

.3 7 . m^omm i~2 o*?<fct>*3 6©^-r*ifr i«t|B«®sii^esiii^®^*^ 

3 8 . K^©IbH 1 — 2 0 3 6 cDV^1 x t^A i 1 ^S^fB^cDili^eKiia^^*^)^ 
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SEQUENCE LISTING . 

<110> KYOWA HAKKO KOGYO CO., LTD. 

<120> Fusion protein composition . 

<130> 11613W01 

<150> P2003-350158 
<151> 2003-10-08 

<160> 113 

<170> Patentln Ver. 2.1 

<210> 1 
<211> 1504 
<212> DNA 

<213> Cri'cetulus griseus 

<220> 

<221> CDS 

<222> (1) . . (1119) 

<400> 1 

atg get cac get ccc get age tgc ccg age tec agg aac tct ggg gac 48 

Met Ala His Ala Pro Ala Ser Cys Pro Ser Ser Arg Asn Ser Gly Asp 

1 5 .10 15 

ggc gat aag ggc aag ccc agg aag gtg gcg etc ate acg ggc ate acc 96 
Gly Asp Lys Gly Lys Pro Arg Lys Val Ala Leu He Thr Gly lie Thr 
20 25 30 

ggc cag gat ggc tea tac ttg gca gaa ttc ctg ctg gag aaa gga tac 144 
Gly Gin Asp Gly Ser Tyr Leu Ala Glu Phe Leu Leu Glu Lys Gly Tyr 
35 40 45 

gag gtt cat gga att gta egg cga tec agt tea ttt aat aca ggt cga 192 
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Glu Val His Gly lie Val Arg Arg Ser Ser Ser Phe Asn Thr Gly Arg 
50 55 60 

att gaa cat tta tat aag aat cca cag get cat att gaa gga aac atg 240 
lie Glu Hi-s Leu Tyr Lys Asn Pro Gin Ala His lie Glu Gly Asn Met 
65 70 75 80 

aag ttg cac tat ggt gac etc acc gac age ace tgc eta gta aaa ate 288 
Lys Leu His Tyr Gly Asp Leu Thr Asp Ser Thr Cys Leu Val Lys He 
85 90 95 100 

ate aat gaa gtc aaa cct aca gag ate tac aat ctt ggt gee .cag age 336 
lie Asn Glu Val Lys Pro Thr Glu He Tyr Asn Leu Gly Ala Gin Ser 
105 110 ' .115 

cat gtc aag att tec ttt gac tta gca gag tac act gca gat gtt gat 384 
His Val Lys He Ser Phe Asp Leu Ala Glu Tyr Thr Ala Asp Val Asp . 
120 125 130 

gga gtt ggc acc ttg egg ctt ctg.gat gca att aag act tgt ggc. ctt 432 
Gly Val Gly Thr Leu Arg Leu Leu Asp Ala He Lys Thr Cys Gly Leu 
135 140 145 

ata aat tct gtg aag ttc tac cag gee tea act agt gaa ctg tat gga 480 . 
lie Asn Ser Val Lys Phe Tyr Gin Ala Ser Thr Ser Glu Leu Tyr Gly 
150 155 160 

aaa gtg caa gaa ata ccc cag aaa gag acc acc cct ttc tat cca agg 528 
Lys Val Gin Glu He Pro Gin Lys Glu Thr Thr Pro Phe Tyr Pro Arg 
165 170 175 180 

teg ccc tat gga gca gee aaa ctt tat gee tat tgg att gta gtg aac 576 
Ser Pro Tyr Gly Ala Ala Lys Leu Tyr Ala Tyr Trp He Val Val Asn 
185 190 195 

ttt cga gag get tat aat etc ttt gcg gtg aac ggc att etc ttc aat 624 
Phe Arg Glu Ala Tyr Asn Leu Phe Ala Val Asn Gly He Leu Phe Asn 
200 205 210 
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cat gag agt cct aga aga gga get aat ttt gtt act cga aaa att age 
His Glu Ser Pro Arg Arg Gly Ala Asn Phe Val Thr Arg Lys lie Ser 
215 220 ' 225 



672 



egg tea gta get aag. att tac ctt gga caa ctg gaa tgt ttc agt ttg 
Arg Ser Val. Ala Lys lie Tyr Leu Gly Gin Leu Glu Cys Phe Ser Leu 
230 235 240 



720 



gga aat ctg gac gee aaa cga gac tgg ggc cat gee aag gac tat gtc 
Gly Asn Leu Asp Ala Lys Arg Asp Trp Gly His Ala Lys Asp Tyr Val 
245 250 255 ' 260 



768 



gag get atg tgg ctg atg tta caa aat gat gaa cca gag gac ttt gtc 
Glu Ala Met Trp Leu Met Leu Gin Asn Asp Glu Pro Glu Asp Phe Val 
265 270 275 



816 



ata get act ggg gaa gtt cat agt gtc cgt gaa ttt gtt gag aaa tea 
lie Ala Thr Gly Glu Val His Ser Val Arg Glu 'Phe Val Glu Lys Ser 
280 285 290 



864 



ttc atg cac att gga aag ace att gtg tgg gaa gga aag aat gaa aat 
Phe Met His He Gly Lys Thr lie Val Trp Glu Gly Lys Ash Glu Asn 
295 300 305 



912 



gaa gtg ggc aga tgt aaa gag acc ggc aaa att cat gtg act gtg gat 
Glu Val Gly Arg Cys Lys Glu Thr Gly Lys He His Val Thr Val Asp 
310 315 320 



960 



ctg aaa tac tac cga cca act gaa gtg gac ttc ctg cag gga gac tgc 
Leu Lys Tyr Tyr Arg Pro Thr Glu Val Asp Phe Leu Gin Gly Asp Cys 
325 330 335 340 



1008 



tec aag gcg cag cag aaa ctg aac tgg aag ccc cgc gtt gee ttt gac 
Ser Lys Ala Gin Gin Lys Leu Asn Trp Lys Pro Arg Val Ala Phe Asp 
345 350 355 



1056 
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gag ctg gtg agg gag atg gtg caa gcc. gat gtg gag etc atg aga acc 1104 . 
Glu Leu Val Arg Glu Met Val Gin Ala Asp Val Glu Leu Met Arg Thr 
360 365 370 

aac ccc aac gcc tga gcacctctac aaaaaaattc gcgagacatg gactatggtg 1159 
Asn Pro Asn Ala 
375 

cagagccagc caaccagagt ccagccactc ctgagaccat cgaccataaa ccctcgactg 1219 

cctgtgtcgt ccccacagct aagagctggg ccacaggttt gtgggcacea ggaeggggae 1279 

actccagagc taaggecact tegcttttgt caaaggctcc tctcaatgat tttgggaaat 1339 

caagaagttt aaaatcacat actcatttta cttgaaatta tgtcactaga caacttaaat 1399 

ttttgagtct tgagattgtt tttctctttt cttattaaat gatctttct'a tgacccagca 1459 

aaaaaaaaaa aaaaaaggga tataaaaaaa aaaaaaaaaa aaaaa 1504 



<210> 2 
<211> 376 
<212> PRT 

<2l3> Cricetulus griseus 
<400> 2 

Met Ala His Ala Pro Ala Ser Cys Pro Ser Ser Arg Asn Ser Gly Asp 
1 5 10 15 

Gly Asp Lys Gly Lys Pro Arg Lys Val Ala Leu lie Thr Gly He Thr 
20 25 30 

Gly Gin Asp Gly Ser Tyr Leu Ala Glu Phe Leu Leu Glu Lys Gly Tyr 
35 ' 40 45 

Glu Val His Gly He Val Arg Arg Ser Ser Ser Phe Asn Thr Gly Arg 
50 55 60 

lie Glu His Leu Tyr Lys Asn Pro Gin Ala His He Glu Gly Asn Met 
65 70 75 80 

Lys Leu His Tyr Gly Asp Leu Thr Asp Ser Thr Cys Leu Val Lys He 
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85 90 95 100 

lie Asn Glu Val Lys Pro Thr Glu lie Tyr Asn Leu Gly Ala Gin Ser 
105 110 115 

His Val Lys He Ser Phe Asp Leu Ala Glu Tyr Thr Ala Asp Val Asp 
120 125 130 

Gly Val Gly Thr Leu Arg Leu Leu Asp Ala lie Lys Thr Cys Gly Leu 
135 140 145 

lie Asn Ser Val Lys Phe Tyr Gin Ala Ser Thr Ser Glu Leu Tyr Gly 
150 155 160 

Lys Val Gin Glu lie Prp Gin Lys Glu Thr Thr Pro Phe Tyr Pro Arg 
165 170 175 180 

Ser Pro Tyr Gly Ala Ala Lys Leu Tyr Ala Tyr Trp He Val Val Asn 
185 190 195 

Phe Arg Glu Ala Tyr Asn Leu Phe Ala Val Asn Gly He Leu Phe Asn 
200 205 210 

His Glu Ser Pro Arg Arg Gly Ala Asn Phe Val Thr. Arg Lys He Ser 
215 220 225 

Arg Ser Val Ala Lys He Tyr Leu Gly Gin Leu Glu Cys Phe Ser Leu 
230 235 • 240 

Gly Asn Leu Asp Ala Lys Arg Asp Trp Gly His Ala Lys Asp Tyr' Val 
245 250 255 260 

Glu Ala Met Trp Leu Met Leu Gin Asn Asp Glu Pro Glu Asp Phe Val 
265 270 275 

He Ala Thr Gly Glu Val His Ser Val Arg 'Glu Phe Val Glu Lys Ser 
280 285 290 
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Phe Met His lie Gly Lys Thr lie Val Trp Glu Gly Lys Asn Glu Asn 
295 300 305 

Glu Val Gly Arg Cys Lys Glu Thr Gly Lys lie His Val Thr Val Asp 
310 315 • 320 

Leu Lys Tyr Tyr Arg Pro Thr Glu Val Asp Phe Leu Gin Gly Asp Cys 
325 330 335 340: 

Ser Lys Ala Gin Gin Lys Leu Asn Trp Lys Pro Arg Val Ala Phe Asp 
345 350 355 

Glu Leu Val Arg Glu Met Val Gin Ala Asp Val Glu Leu Met Arg Thr 
360 365 370 

Asn Pro Asn Ala 
375 



<210> 3 
<211> 1316 
<212> DNA 

<213> Cricetulus griseus 
<400> 3 

gccccgcccc ctccacctgg accgagagta gctggagaat tgtgcaccgg aagtagctct 60 
tggactggtg gaaccctgcg caggtgcagC' aacaatgggt gagccccagg gatccaggag 120 
gatcctagtg acagggggct ctggactggt gggcagagct atccagaagg tggtcgcaga 180 
tggcgctggc ttacccggag aggaatgggt gtttgtctcc tccaaagatg cagatctgac 240 
ggatgcagca caaacccaag ccctgttcca gaaggtacag cccacccatg tcatccatct 300 
tgctgcaatg gtaggaggcc ttttccggaa tatcaaatac aacttggatt tctggaggaa 360 
gaatgtgcac atcaatgaca acgtcctgca ctcagctttc gaggtgggca ctcgcaaggt 420 
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ggtctcctgc ctgtccacct gtatcttccc tgacaagacc acctatccta ttgatgaaac 480 

aatgatccac aatggtccac cccacagcag caattttggg tactcgtatg ccaagaggat 540 

gattgacgtg cagaacaggg cctacttcca' gcagcatggc tgcaccttca ctgctgtcat 600 

ccctaccaat gtctttggac ctcatgacaa cttcaacatt gaagatggcc atgtgctgcc 660 

tggcctcatc cataaggtgc atctggccaa gagtaatggt tcagccttga ctgtttgggg 720 

tacagggaaa ccacggaggc agftcatcta ctcactggac ctagcccggc tcttcatctg 780 

ggtcctgcgg gagtacaatg aagttgagcc catcatcctc tcagtgggcg aggaagatga 840 

agtctccatt aaggaggcag ctgaggctgt agtggaggcc atggacttct gtggggaagt 900 

cacttttgat tcaacaaagt cagatgggca gtataagaag acagccagca atggcaagct 960 

tcgggcctac ttgcctgatt tccgtttcac acccttcaag caggctgtga aggagacctg 1020 

tgcctggttc accgacaact atgagcaggc ccggaagtga agcatgggac aagcgggtgc 1080 

tcagctggca atgcccagtc agtaggctgc agtctcatca tttgcttgtc aagaactgag .1140 

gacagtatcc agcaacctga gccacatgct ggtctctctg ccagggggct tcatgcagcc 1200 

atccagtagg gcccatgttt gtccatcctc- gggggaaggc cagaccaaca ccttgtttgt 1260 

ctgcttctgc cccaacctca gtgcatccat gctggtcctg ctg.tcccttg tctaga 1316 

<210> 4 
<211> 321 
<212> PRT 

<213> Cricetulus griseus 



<400> 4 
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Met Gly Glu Pro Gin Gly Ser Arg Arg lie Leu Val Thr Gly Gly Ser 
1 ■ 5 10 15 

Gly Leu Val Gly Arg Ala He Gin Lys Val Val Ala Asp Gly Ala Gly 
20 25 30 

Leu Pro Gly Glu Glu Trp Val Phe Val Ser Ser Lys Asp Ala Asp Leu 
35 40 45 

Thr Asp Ala Ala Gin Thr Gin Ala Leu Phe Gin Lys Val Gin Pro Thr 
• 50 55 60 

His Val lie His Leu Ala Ala Met Val Gly Gly Leu Phe Arg Asn He 
65 70 75 80 

Lys Tyr Asn Leu Asp Phe Trp Arg Lys Asn Val His He Asn Asp Asn 
85 90 95 

Val Leu His Ser Ala Phe Glu Val Gly Thr Arg Lys Val Val Ser Cys 
100 105 . 110 

Leu Ser Thr Cys He Phe Pro Asp Lys Thr Thr Tyr Pro He Asp Glu 
115 120 125 

Thr Met He His Asn Gly Pro Pro His Ser Ser Asn Phe Gly Tyr Ser 
130 135 140 

Tyr Ala Lys Arg Met He Asp Val Gin Asn Arg Ala Tyr Phe Gin Gin 
145 150 155 160 

His Gly Cys Thr Phe Thr Ala Val lie Pro Thr Asn Val Phe Gly Pro . 

165 170 175 

His Asp Asn Phe Asn He Glu Asp Gly His Val Leu Pro Gly Leu lie 
180 185 190 

His Lys Val His Leu Ala Lys Ser Asn Gly Ser Ala Leu Thr Val Trp 
195 200 205 
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Gly Thr Gly Lys Pro Arg Arg Gin Phe He Tyr Ser Leu Asp Leu Ala 
210 215 220 . 

Arg Leu Phe lie Trp Val Leu Arg Glu Tyr Asn Glu Val Glu Pro lie 
225 230 235 . 240 

He Leu Ser Val Gly Glu Glu Asp Glu Val Ser lie Lys Glu Ala Ala 
245 250 255 

Glu Ala Val Val Glu Ala Met Asp Phe Cys Gly Glu Val Thr Phe Asp 
26.0 ' 265 ' 270 

Ser Thr Lys Ser Asp Gly Gin Tyr. Lys Lys Thr Ala Ser Asn Gly Lys 
275 280 285 

Leu Arg Ala Tyr Leu Pro Asp Phe Arg Phe Thr Pro Phe Lys Gin Ala 
290 295 300 

Val Lys Glu Thr Cys Ala Trp Phe Thr Asp Asn Tyr Glu Gin Ala Arg 
305 310 315 320 



Lys 



<210>'5 
<211> 2008 

<212> DNA • 
<213> Cricetulus griseus 

<400> 5 

aacagaaact tattttcctg tgtggctaac tagaaccaga gtacaatgtt tccaattctt 60 

tgagctccga gaagacagaa gggagttgaa actctgaaaa tgcgggcatg gactggttcc 120 

tggcgttgga ttatgctcat tctttttgcc tgggggacct tattgtttta tataggtggt 180 

catttggttc gagataatga ccaccctgac cattctagca gagaactctc caagattctt 240 
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gcaaagctgg agcgcttaaa acaacaaaat gaagacttga ggagaatggc tgagtctctc 300 

cgaataccag aaggccctat tgatcagggg acagctacag gaagagtccg tgttttagaa 360 . 

gaacagcttg ttaaggccaa agaacagatt gaaaattaca agaaacaagc taggaatgat 420 

ctgggaaagg atcatgaaat cttaaggagg aggattgaaa atggagctaa« agagctctgg 480 

ttttttctac aaagtgaatt gaagaaatta aagaaattag aaggaaacga actccaaaga 540 

catgcagatg aaattctttt ggatttagga catcatgaaa ggtctatcat gacagatcta 600 

tactacctca gtcaaacaga tggagcaggt gagtggcggg aaaaagaagc caaagatctg 660 

acagagctgg tccagcggag aataacatat ctgcagaatc ccaaggactg cagcaaagcc 720 

agaaagctgg tatgtaatat caacaaaggc tgtggctatg gatgtcaact ccatcatgtg 780 

gtttactgct tcatgattgc ttatggcacc cagcgaacac tcatcttgga^ atctcagaaV 840 

tggcgctatg ctactggagg atgggagact gtgtttagac ctgtaagtga gacatgcaca 900 

gacaggtctg gactctc'cac tggacactgg tcaggtgaag tgaaggacaa aaatgttcaa 960 

gtggtcgagc tccccattgt agacagcctc catcctcgtc ctccttactt acccttggct 1020 

gtaccagaag accttgcaga tcgactcctg- agagtccatg gtgatcctgc agtgtggtgg 1080. 

gtatcccagt ttgtcaaata cttgatccgt ccacaacctt ggctggaaag ggaaatagaa 1140 

gaaaccacca agaagcttgg cttcaaacat ccagttattg gagtccatgt cagacgcact 1200 

gacaaagtgg gaacagaagc agccttccat cccattgagg aatacatggt acacgttgaa 1260 

gaacattttc agcttctcga acgcagaatg aaagtggata aaaaaagagt gtatctggcc 1320 

actgatgacc cttctttgtt aaaggaggca aagacaaagt actccaatta tgaatttatt 1380 
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agtgataact ctatttcttg gtcagctgga ctacacaacc gatacacaga aaattcactt 1440 

cggggcgtga tcctggatat acactttctc tcccaggctg acttccttgt gtgtactttt 1500 

tcatcccagg tctgtagggt tgcttatgaa atcatgcaaa cactgcatcc tgatgcctct 1560 

gcaaacttcc attctttaga tgacatctac tattttggag gccaaaatgc ccacaaccag 1620 

attgcagttt atcctcacca acctcgaact aaagaggaaa tccccatgga acctggagat 1680 

atcattggtg tggctggaaa ccattggaat ggttactcta aaggtgtcaa cagaaaacta 1740 

ggaaaaacag gcctgtaccc ttcctacaaa gtccgagaga agatagaaac agtcaaatac 1800 

cctacatatc ctgaagc.tga aaaatagaga tggagtgtaa gagattaaca acagaattta 1860 

gttcagacca tctcagccaa gcagaagacc cagactaaca tatggttcat tgacagacat 1920 

gctccgcacc aagagcaagt gggaaccctc agatgctgca ctggtggaac gcctctttgt 1980 

gaagggctgc tgtgccctca agcccatg • '2008 

<210> 6 
<211> 1728 
<212> DM 

<213> Mus musculus • 
<400> 6 

atgcgggcat ggactggttc ctggcgttgg attatgctca ttctttttgc ctgggggacc 60 ' 

ttgttatttt atataggtgg tcatttggtt cgagataatg accaccctga tcactccagc 120 

agagaactct ccaagattct tgcaaagctt gaacgcttaa aacagcaaaa tgaagacttg 180 

aggcgaatgg ctgagtctct ccgaatacca gaaggcccca ttgaccaggg gacagctaca 240 
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ggaagagtcc gtgttttaga .agaacagctt 
• aagaaacaag ctagaaatgg tctggggaag 
aatggagcta aagagctctg gttttttcta 
gaaggaaatg aactccaaag acatgcagat 
aggtctatca tgacagatct atactacctc 
gaaaaagagg ccaaagatct gacagagctg 
cctaaggact gcagcaaagc caggaagctg 
ggttgtcaac tccatcacgt ggtctactgt 
ctcatcttgg aatctcagaa ttggcgctat 
cctgtaagtg agacatgtac agacagatct 
gtaaatgaca aaaacattca agtggtcgag 
cctccttact taccactggc tgttccagaa 
ggtgaccptg cagtgtggtg ggtgtcccag 
tggctggaaa aggaaataga agaagccacc 
ggagtccatg tcagacgcac agacaaagtg 
gagtacatgg tacacgttga agaacatttt 
aaaaaaagag tatatctggc tactgatgat 
tactccaatt atgaatttat tagtgataac 
cggtacacag aaaattcact tcggggtgtg 



PCT/JP2004/015325 

gttaaggcca aagaacagat tgaaaattac 300 
gatcatgaaa tcttaagaag gaggattgaa 360 
caaagcgaac tgaagaaatt aaagcattta 420 
gaaattcttt tggatttagg acaccatgaa 480 
agtcaaacag atggagcagg ggattggcgt 540 
gtccagcgga gaataacata tctccagaat 600 
gtgtgtaaca tcaataaagg ctgtggctat 660 
ttcatgattg cttatggcac ccagcgaaca 720 
gctactggtg gatgggagac tgtgtttaga 780 
ggcctctcca ctggacactg gtcaggtgaa 840 
ctccccattg tagacagcct ccatcctcgg 900 
gaccttgcag accgactcct aagagtccat 960 
tttgtcaaat acttgattcg tccacaacct 1020 
aagaagcttg gcttcaaaca tccagttatt 1080 
ggaacagaag cagccttcca ccccatcgag 1140 
cagcttctcg cacgcagaat gcaagtggat 1200 
cctactttgt taaaggaggc aaagacaaag 1260 
tctatttctt ggtcagctgg actacacaat 1320 
atcctggata tacactttct ctcacaggct 1380 
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gactttctag tgtgtacttt ttcatcccag gtctgtcggg ttgcttatga aatcatgcaa 1440 

accctgcatc ctgatgcctc tgcgaacttc cattctttgg atgacatcta ctattttgga 1500 

ggccaaaatg cccacaatca gattgctgtt tatcctcaca aacctcgaac tgaagaggaa 1560 

attccaatgg aacctggaga tatcattggt gtggctggaa accattggga tggttattct 1620 

aaaggtatca acagaaaact tggaaaaaca ggcttatatc cctcctacaa agtccgagag 1680 

aagatagaaa cagtcaagta tcccacatat cctgaagctg aaaaatag 1728 



<210> 7 
<211> 575 
<212> PRT 

<213> Cricetulus griseus 
<400> 7 

Met Arg Ala Trp Thr Gly Ser Trp Arg Trp He Met Leu lie Leu Phe 
1 5 10 * 15 

Ala Trp Gly Thr Leu Leu Phe Tyr He Gly Gly His Leu Val Arg Asp 
20 25 30 

Asn Asp His Pro Asp His Ser Ser Arg Glu Leu Ser Lys He Leu Ala 
35 40 45 

Lys Leu Glu Arg Leu Lys Gin Gin Asn Glu Asp Leu Arg Arg Met Ala 
50 55 60 

Glu Ser Leu Arg He Pro Glu Gly Pro lie Asp Gin Gly Thr Ala Thr 
65 70 75 80 

Gly Arg Val Arg Val Leu Glu Glu Gin Leu Val Lys Ala Lys Glu Gin 
85 • 90 95 

lie. Glu Asn Tyr Lys Lys Gin Ala Arg Asn Asp Leu Gly Lys Asp His 
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110 



Glu lie Leu Arg Arg Arg lie Glu Asn Gly Ala Lys Glu Leu Trp Phe 
115 120 125 

Phe Leu Gin Ser Glu Leu Lys Lys Leu Lys Lys Leu Glu Gly Asn Glu 
130 135 140 

Leu Gin Arg His Ala Asp Glu lie Leu Leu Asp Leu Gly His His Glu 
145 150 155 • 160 

Arg Ser lie Met Thr Asp Leu Tyr Tyr Leu Ser Gin Thr Asp Gly Ala 
165 170 ' 175 

i 

Gly Glu Trp Arg Glu Lys Glu Ala Lys Asp Leu Thr Glu Leu Val Gin 
180 185 . 190 

Arg Arg He Thr Tyr Leu Gin Asn Pro Lys Asp Cys Ser Lys Ala Arg 
195 , 200 205 

Lys Leu Val Cys Asn He Asn Lys Gly Cys Gly Tyr Gly Cys Gin Leu 
210 215 220 

His His Val Val Tyr Cys Phe Met He Ala Tyr Gly Thr Gin Arg Thr 
225 230 235 240 

Leu He Leu Glu Ser Gin Asn Trp Arg Tyr Ala Thr Gly Gly Trp Glu 
245 ■ 250 255 

Thr Val Phe Arg Pro Val Ser Glu Thr Cys Thr Asp Arg Ser Gly Leu 
260 265 270 

Ser Thr Gly His Trp Ser Gly Glu Val Lys Asp Lys Asn Val Gin Val 
275 _ 280 285 



Val Glu Leu Pro lie Val Asp Ser Leu His Pro Arg Pro Pro Tyr Leu 
290 295 300 
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Pro Leu Ala Val Pro Glu Asp Leu Ala Asp Arg Leu Leu Arg Val His 
305 310 315 320 

Gly Asp Pro Ala Val Trp Trp Val Ser Gin Phe Val Lys Tyr Leu lie 
325 . 330 . 335 

Arg Pro Gin Pro Trp Leu Glu Arg Glu lie Glu Glu Thr Thr Lys Lys 
340 345 350 

Leu Gly Phe Lys His Pro Val lie Gly. Val His Val Arg Arg Thr Asp 
355 360 365 

Lys Val Gly Thr Glu Ala Ala Phe His Pro He Glu Glu Tyr Met Val 
370 375 380 

His Val Glu Glu His Phe Gin Leu Leu Glu Arg Arg Met Lys Val Asp 
385 390 395 400 

Lys Lys Arg Val Tyr Leu Ala Thr Asp Asp Pro Ser Leu Leu Lys Glu 
405 410 - ' 4.15 

Ala Lys Thr Lys Tyr Ser Asn Tyr Glu Phe He Ser Asp Asn Ser lie 
420 425 430 

Ser Trp Ser Ala Gly Leu His Asn Arg Tyr Thr Glu Asn Ser Leu Arg 
435 440 445 

Gly Val He Leu Asp He His Phe Leu Ser Gin Ala Asp Phe Leu Val 
450 455 460 

Cys Thr Phe Ser Ser Gin Val Cys Arg Val Ala Tyr Glu He Met Gin 
465 470 475 480 

Thr Leu His Pro Asp Ala Ser Ala Asn Phe His Ser Leu Asp Asp He 
485 490 495 

Tyr Tyr Phe Gly Gly Gin Asn Ala His Asn Gin He Ala Val Tyr Pro 
500 505 510 
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His Gin Pro Arg Thr Lys Glu Glu He Pro Met Glu Pro Gly Asp lie 
515 520 525 

He Gly Val Ala Gly Asn His Trp Asn Gly Tyr Ser Lys Gly Val Asn 
530 535 540 

Arg Lys Leu Gly Lys Thr Gly Leu Tyr Pro Ser Tyr Lys Val Arg Glu 
545 550 555 560 

Lys lie Glu Thr Val Lys Tyr Pro Thr Tyr Pro Glu Ala Glu Lys 
565 570 



<210> 8 
<211> 575 • 
<212> PRT 

<213> Mus musculus 
<400> 8 

Met Arg Ala Trp Thr Gly Ser Trp Arg Trp He Met Leu lie Leu Phe 
1 5 10 15 

Ala Trp Gly Thr Leu Leu Phe Tyr He Gly Gly His Leu Val Arg Asp 
20 25 30 

Asn Asp His Pro Asp His Ser Ser Arg Glu Leu Ser Lys He Leu Ala 
35 40 • 45 

Lys Leu Glu Arg Leu Lys Gin Gin Asn Glu Asp Leu Arg Arg Met Ala 
50 55 60 

Glu Ser Leu Arg lie Pro Glu Gly Pro He Asp Gin Gly Thr Ala Thr 
65 70 75 80 

Gly Arg Val Arg Val Leu Glu Glu Gin Leu Val Lys Ala Lys Glu Gin 
85 90 95 
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He Glu Asn Tyr Lys Lys Gin Ala Arg Asn Gly Leu Gly Lys Asp His 
. 100 105 110 

Glu lie Leu Arg Arg Arg He Glu Asn Gly Ala Lys. Glu Leu Trp Phe 
115 120 125 

Phe Leu Gin Ser Glu Leu Lys Lys Leu Lys His Leu Glu Gly Asn Glu 
130 135 140 

Leu Gin Arg His Ala Asp Glu He Leu Leu Asp Leu Gly His His Glu 
145 150 155 160 

Arg Ser lie Met Thr Asp Leu Tyr Tyr Leu Ser Gin Thr Asp Gly Ala 
165 170 175 

Gly Asp Trp Arg Glu Lys Glu Ala Lys Asp Leu Thr Glu Leu Val Gin 
180 185 190 

Arg Arg lie Thr Tyr Leu Gin Asn Pro Lys Asp Cys Ser Lys Ala Arg 
195 200 205 

Lys Leu Val Cys Asn He Asn Lys Gly Cys Gly Tyr Gly Cys Gin Leu 
210 215 220 

His His Val Val Tyr Cys Phe Met He Ala Tyr Gly Thr Gin Arg Thr 
225 230 235 240 

Leu He Leu Glu Ser Gin Asn Trp Arg Tyr Ala Thr Gly Gly Trp Glu 
245 250 255 

Thr Val Phe Arg Pro Val Ser Glu Thr Cys Thr Asp Arg Ser Gly Leu 
260 265 270 

Ser Thr Gly His Trp Ser Gly Glu Val Asn Asp Lys Asn He Gin Val 
275 280 285 



Val Glu Leu Pro He Val Asp Ser Leu His Pro Arg Pro Pro Tyr Leu 
290 295 300 
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Pro Leu Ala Val Pro Glu Asp Leu Ala Asp Arg Leu Leu Arg Val His 
305 310 315 320 

Gly Asp Pro Ala Val Trp Trp Val Ser Gin Phe Val Lys Tyr Leu lie 
325 330 335 



Arg Pro Gin Pro Trp Leu Glu Lys Glu He Glu Glu Ala Thr Lys Lys 
340 345 350 

Leu Gly Phe Lys His Pro Val He Gly Val His Val Arg Arg Thr Asp 
355 360 365 

Lys Val Gly Thr Glu Ala Ala Phe His Pro He Glu Glu Tyr Met Val 
370 375 380 

His Val Glu Glu His Phe Gin Leu Leu Ala Arg Arg Met Gin Val Asp 
385 390 395 400 

Lys Lys Arg Val Tyr Leu Ala Thr Asp Asp Pro Thr Leu Leu Lys Glu 
405 410 415 

Ala Lys Thr Lys Tyr Ser Asn Tyr Glu Phe lie Ser Asp Asn Ser He 
420 425 430 

Ser Trp Ser Ala Gly Leu His Asn Arg Tyr Thr Glu Asn Ser Leu Arg. 
435 440 445 

Gly Val He Leu Asp He His Phe Leu Ser Gin Ala Asp Phe Leu Val 
450 455 • 460 

Cys Thr Phe Ser Ser Gin Val Cys Arg Val Ala Tyr Glu He Met Gin 
465 470 475 480 



Thr Leu His Pro Asp Ala Ser Ala Asn Phe His Ser Leu Asp Asp He 
485 490' 495 



Tyr Tyr Phe Gly Gly Gin Asn Ala His Asn Gin He Ala Val Tyr Pro 
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500 505 . . 510 

His Lys Pro Arg Thr Glu Glu Glu lie Pro Met Glu Pro Gly Asp lie 

515 520 525 

lie Gly Val Ala Gly Asn His Trp Asp Gly Tyr Ser Lys Gly lie Asn 

530 535 540 

Arg Lys Leu Gly Lys Thr Gly Leu Tyr Pro Ser Tyr Lys Val Arg Glu 

545 550 555 560 

Lys lie Glu Thr Val Lys Tyr Pro Thr Tyr Pro Glu Ala Glu Lys 
565 570 



<210> 9 
<211> 5 
<212> PRT 

<213> Mus musculus 

<400> 9 ' 
Asp His Ala lie His 
1 5 



<210> 10 

<211> 17 

<212> PRT 

<213> Mus musculus 

<400> 10 

Tyr Phe Ser Pro Gly Asn Asp Asp Phe Lys Tyr Asn Glu Arg Phe Lys 
1 5 • 10 15 



Gly 

<210> 11 

<211> 6 

<212> PRT 
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<213> Mus musculus 
<400> 11 

Ser Leu Asn Met Ala Tyr 
1 5 



<210> 12 
<211> 17 
<212> PRT 

<213> Mus musculus 
<400> 12 

Lys Ser Ser Gin Ser Leu Leu Tyr Ser Gly Asn Gin Lys Asn Tyr Leu 
1-5 10 15 

Ala 



<210> 13 

<211> 7 

<212> PRT . 

<213> Mus musculus 

<400> 13 

Trp Ala Ser Ala Arg Glu Ser 

1 . 5 



<210> 14 
<211> 9 
<212> PRT 

<213> Mus musculus 
<400> 14 

Gin Gin Tyr Tyr Ser Tyr Pro Leu Thr 

1 '5 
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<210> 15 

<211> 115 

<212> PRT 

<213> Mus musculus 

<400> 15 

Gin Val Gin Leu Gin Gin Ser Asp Ala Glu Leu Val Lys Pro Gly Ala 
1 5 10 15 

Ser Val Lys He Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asp. His 
20 25 30 

Ala lie His Trp Val Lys Gin Asn Pro Glu Gin Gly Leu Glu 'Trp lie 
35 .40 45 • 

Gly Tyr Phe Ser Pro Gly Asn Asp Asp Phe Lys Tyr Asn Glu Arg Phe 
50 • 55 60 

Lys Gly Lys Ala Thr Leu Thr Ala Asp Lys Ser Ser Ser Thr Ala Tyr 
65 70 75 • 80 

Val Gin Leu Asn Ser Leu Thr Ser Glu Asp Ser Ala Val Tyr Phe Cys 
85 . 90 95 

Thr Arg Ser Leu Asn Met Ala Tyr Trp Gly Glri Gly Thr Ser Val Thr 
100 105 110 

Val Ser Ser - 
115 



<210> 16 
<211> 113 
<212> PRT 

<213> Mus musculus 
<400> 16 
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Asp He Val Met Ser Gin Ser Pro Ser Ser Leu Pro Val Ser Val Gly 
1 .5 10 15 

Glu Lys Val Thr Leu Ser Cys Lys Ser Ser Gin Ser Leu Leu Tyr Ser 
20 25 30 

Gly Asn Gin Lys Asn Tyr Leu Ala Trp Tyr Gin Gin Lys Pro Gly Gin 
35 40 45 

Ser Pro Lys Leu Leu lie Tyr Trp Ala Ser Ala Arg Glu Ser Gly Val 
50 55 60 

Pro Asp Arg Phe Thr Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Ser 
65 70 75 80 

lie Ser Ser Val Lys Thr Glu Asp Leu Ala Val Tyr Tyr Cys Gin Gin 
85 90 95 

Tyr Tyr Ser Tyr Pro Leu Thr Phe Gly Ala Gly Thr Lys Leu Val Leu 
100 105 ' 110 . 

Lys 



<210> 17 
<211> 265 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Amino Acid Sequence of Single Chain 
Antibody 

<400> 17 

Met Glu Trp Ser Trp Val Phe Leu Phe Phe Leu Ser Val Thr Thr Gly 
1 5 '10 15 

Val His Ser Gin Val Gin Leu Gin Gin Ser Asp Ala Glu Leu Val Lys 
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20 



25 



30 



Pro Gly Ala Ser Val Lys He Ser Cys Lys Ala Ser Gly Tyr Thr Phe 
35 * 40. 45 

Thr Asp His Ala lie His Trp Val Lys Gin Asn Pro Glu Gin Gly Leu 
50 55 60 

Glu Trp lie Gly Tyr Phe Ser Pro Gly Asn Asp Asp Phe Lys Tyr Asn 
65 70 75 80 

Glu Arg Phe Lys Gly Lys Ala Thr Leu Thr Ala Asp Lys Ser Ser Ser 
85 90 95 

Thr Ala Tyr Val Gin Leu Asn Ser Leu Thr Ser Glu Asp Ser Ala Val 
100 105 110 

Tyr Phe Cys Thr Arg Ser Leu Asn Met Ala Tyr, Trp Gly Gin Gly Thr 
115 120 125 

Ser Val Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
130 135 140 

Gly Gly Gly Gly Ser Asp He Val Met Ser Gin Ser Pro Ser Ser Leu 
145 150 155 160 

Pro Val Ser Val Gly Glu Lys Val Thr Leu Ser Cys Lys Ser Ser Gin 
165 • 170 175 

Ser Leu Leu Tyr Ser Gly Asn Gin Lys Asn Tyr Leu Ala Trp Tyr Gin 
180 185 190 

Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Trp Ala Ser Ala 
195 200 205 



Arg Glu Ser Gly Val Pro Asp Arg Phe Thr Gly Ser Gly Ser Gly Thr 
210 215 220 
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Asp Phe Thr Leu Ser He Ser Ser Val Lys Thr Glu Asp Leu Ala Val 
225 230 235 240 

Tyr Tyr Cys Gin Gin Tyr Tyr Ser Tyr Pro Leu Thr Phe Gly Ala Gly 
245 250 255 

Thr Lys Leu Val Leu Lys Arg Ala Ala 
260 .265 



<210> 18 
<2U> 463 
<212> DNA 

<213> Artificial Sequence 
<220>. 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 18 

ccggaattcg acccctcacc atggaatgga gctgggtctt tctcttcttc ctgtcagtaa 60 
ctacaggtgt ccactcccag gttcagttgc agcagtctga cgctgagttg gtgaaacctg 120 
gggcttcagt gaagatttcc tgcaaggctt ctggctacac cttcactgac catgcaattc 180 
actgggtgaa acagaaccct gaacagggcc tggaatggat tggatatttt tctcccggaa 240 
atgatgattt taaatacaat gagaggttca- agggcaaggc cacactgact gcagacaaat 300 
cctccagcac tgcctacgtg cagctcaaca gcctgacatc tgaggattct gcagtgtatt 360 
tctgtaccag atccctgaat atggcctact ggggtcaagg aacctcagtc accgtctcct 420 
caggtggcgg aggcagcgga ggcggtggct ccggaactag tec 463 



<210> 19 
<211> 129 
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> 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 19 

ccggaattcg acccctcacc atggaatgga gctgggtctt tctcttcttc ctgtcagtaa 60 
ctacaggtgt ccactcccag gttcagttgc agcagtctga cgctgagttg gtgaaacctg 120 
gggcttcag 129 

<210> 20 
<211> 134 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 20 

catttccggg agaaaaatat ccaatccatt ccaggccctg ttcagggttc tgtttcaccc 60 
agtgaattgc atggtcagtg aaggtgtagc cagaagcctt gcaggaaatc ttcactgaag 120 
ccccaggttt cacc 134 



<210> 21 
<211> 131 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
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<400> 21 

ggatattttt ctcccggaaa tgatgatttt aaatacaatg agaggttcaa gggcaaggcc 60 

acactgactg cagacaaatc ctccagcact gcctacgtge agctcaacag cctgacatct 120 
gaggattctg c 131 



<210> 22 
<211> 132 
<212> DNA. 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 22 

ggactagttc cggagccacc gcctccgctg cctccgccac ctgaggagac ggtgactgag 60 
gttccttgac cccagtaggc catattcagg gatctggtac agaaatacac tgcagaatcc 120 
tcagatgtca gg 132 



<210> 23 
<211> 536 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 23 

ccggaattct ccggaggcgg aggctcggac attgtgatgt cacagtctcc atcctcccta 60 
cctgtgtcag ttggcgagaa ggttactttg agctgcaagt ccagtcagag ccttttatat 120 
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agtggtaatc aaaagaacta cttggcctgg taccagcaga aaccagggca gtctcctaaa 180 

ctgctgattt actgggcatc cgctagggaa tctggggtcc ctgatcgctt cacaggcagt 240 

ggatctggga cagatttcac tctctccatc agcagtgtga agactgaaga cctggcagtt 300 

tattactgtc agcagtatta tagctatccc ctcacgttcg gtgctgggac caagctggtg 360 

ctgaaacggg ccgccgagcc caaatctcct gacaaaactc acacgtgccc accgtgccca 420 

gcacctgaac tcctgggggg accgtcagtc ttcctcttcc ccccaaaacc caaggacacc 480 

ctcatgatct cccggacccc tgaggtcaca tgcgtggtgg tggacgtgac tagtcc 536 



<210> 24 
<211> 150 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 24 

tctgaattct ccggaggcgg aggctcggac .attgtgatgt cacagtctcc atc-ctcccta 60 
cctgtgtcag ttggcgagaa ggttactttg agctgcaagt ccagtcagag ccttttatat 120 
agtggtaatc aaaagaacta cttggcctgg 150 



<210> 25. 
<211> 150 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
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<400> 25 

cacactgctg atggagagag tgaaatctgt cccagatcca ctgcctgtga agcgatcagg 60 

gaccccagat tccctagcgg atgcccagta aatcagcagt ttaggagact gccctggttt 120 
ctgctggtac caggccaagt agttcttttg 150 



<210> 26 
<211> 149 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 26 

ctctctccat cagcagtgtg aagactgaag acctggcagt ttattactgt cagcagtatt 60 
atagctatcc cctcacgttc ggtgctggga ccaagctggt gctgaaacgg gccgccgagc 120 
ccaaatctcc. tgacaaaact cacacgtgc 149 



<210> 27 
<211> 149 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA . 
<400> 27 

ggactagtca cgtccaccac cacgcatgtg acctcagggg tccgggagat catgagggtg 60 
tccttgggtt ttggggggaa gaggaagact gacggtcccc ccaggagttc aggtgctggg 120 
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149 



<210> 28 
<211> 526 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 28 

caggaaacag ctatgacggt accgaattcg cgaggcaggc agcctggaga gaaggcgctg 60 
ggctgcgagg gcgcgagggc gcgagggcag ggggcaaccg gaccccgccc gcatccatgg 120 
cgcccgtcgc cgtctgggcc gcgctggccg tcggactgga gctctgggct gcggcgcacg 180 
ccttgcccgc ccaggtggca tttacaccct acgccccgga gcccgggagc acatgccggc 240 
tcagagaata ctatgaccag acagctcaga tgtgctgcag caaatgctcg ccgggccaac 300 
atgcaaaagt cttctgtacc aagacctcgg' acaccgtgtg tgactcctgt gaggacagca 360 
catacaccca gctctggaac tgggttcccg agtgcttgag ctgtggctcc cgctgtagct 420 
ctgaccaggt ggaaactcaa gcctgcactc gggaacagaa ccgcatctgc acctgcaggc 480 
ccggctggta ctgcgcgctg agcaagctta ctggccgtcg ttttac 526 



<210> 29 
<211> 537 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
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<400> 29 

caggaaacag ctatgacggt accgctgagc aagcaggagg ggtgccggct gtgcgcgccg 60 

, . ctgcgcaagt gccgcccggg cttcggcgtg gccagaccag gaactgaaac atcagacgtg 120 

gtgtgcaagc cctgtgcccc ggggacgttc tccaacacga cttcatccac ggatatttgc 180 

aggccccacc agatctgtaa cgtggtggcc atccctggga atgcaagcat ggatgcagtc 240 

tgcacgtcca cgtcccccac ccggagtatg gccccagggg cagtacactt accccagcca 300 

gtgtccacac gatcccaaca cacgcagcca actccagaac ccagcactgc' tccaagcacc 360 

tccttcctgc tcccaatggg ccccagcccc ccagctgaag ggagcactgg cgacgagccc 420 

aaatcttgtg acaaaactca cacatgccca ccgtgcccag cacctgaact cctgggggga 480 

ccgtcagtct tcctcttccc cccaaaaccc aaggaagctt actggccgtc gttttac 537 

<210> 30 
<211> 150 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 30 

atggcgcccg tcgccgtctg ggccgcgctg gccgtcggac tggagctctg ggctgcggcg 60 
cacgccttgc ccgcccaggt ggcatttaca ccctacgccc cggagcccgg gagcacatgc 120 
cggctcagag aatactatga ccagacagct 150 
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<210> 31 
<211> 135 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA • 
<400> 31 

agacggcgac gggcgccatg gatgcgggcg- gggtccggtt gccccctgcc ctcgcgccct 60 
cgcgccctcg cagcccagcg ccttctctcc aggctgcctg cctcgcgaat tcggtaccgt 120 
catagctgtt tcctg 135 



<210> 32 
<211> 150 
<212> DNA 

<213>. Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 32 

gaactgggtt cccgagtgct tgagctgtgg ctcccgctgt agctctgacc aggtggaaac 60 
tcaagcctgc actcgggaac agaaccgcat ctgcacctgc aggcccggct ggtactgcgc 120 
gctgagcaag cttactggcc gtcgttttac 150 



<210> 33 
<211> 150 
<212> DNA 
<213> Artificial 



Sequence 
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<220> 

<223> Description of Artificial Sequense; Synthetic DNA 
<400> 33- 

gcactcggga acccagttcc agagctgggt gtatgtgctg tcctcacagg agtcacacac 60 

ggtgtccgag gtcttggtac agaagacttt tgcatgttgg cccggcgagc atttgctgca 120 

gcacatctga gctgtctggt catagtattc 150 



<210> 34 
<211> 149 
<212> DNA . 

<213> Artificial Sequence 
<220> ... 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 34 

ctgtgccccg gggacgttct ccaacacgac ttcatccacg gatatttgca ggccccacca 60 
gatctgtaac gtggtggcca tccctgggaa tgcaagcatg gatgcagtct gcacgtccac 120. 
gtcccccacc eggagtatgg ccccagggg 149 



<210> 35 
<211> 150 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic. DNA 



<400> 35 
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gaacgtcccc ggggcacagg gcttgcacac cacgtctgat gtttcagttc ctggtctggc 60 
cacgccgaag cccgggcggc acttgcgcag cggc.gc.gcac agccggcacc cctcctgctt 120 
gctcagcggt accgtcatag .ctgtttcctg 150 

<210> 36 
<211> 145 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 36 

agctgaaggg agcactggcg acgagcccaa atcttgtgac aaaactcaca catgcccacc 60 
gtgcccagca cctgaactcc tggggggacc gtcagtcttc ctcttccccc caaaacccaa 120 
ggaagcttac tggccgtcgt tttac 145 



<210> 37 
<211> 150 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 37 

gccagtgctc ccttcagctg gggggctggg gcccattggg agcaggaagg aggtgcttgg 60 
agcagtgctg ggttctggag ttggctgcgt gtgttgggat cgtgtggaca ctggctgggg 120 
taagtgtact gcccctgggg ccatactccg 150 
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<210> 38 

<211> 452 

<212> DNA 

. <213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 38 

caggaaacag ctatgacggt accgaattcc gacgagccat ggttgctggg agcgacgcgg 60 

ggcgggccct gggggtcctc agcgtggtct gcctgctgca ctgctttggt ttcatcagct 120 

gtttttccca acaaatatat ggtgttgtgt atgggaatgt aactttccat gtaccaagca 180 

atgtgccttt aaaagaggtc ctatggaaaa. aacaaaagga taaagttgca gaactggaaa 240 

attctgaatt cagagctttc tcatctttta aaaatagggt ttatttagac actgtgtca'g 300 

gtagcctcac tatctacaac ttaacatcat cagatgaaga tgagtatgaa atggaatcgc 360 

caaatattac tgataccatg aagttctttc tttatgtcga caaaactcac acatgcccac 420 

cgtgcccagc acctgactgg ccgtcgtttt ac ' 452 



<210> 39 
<211> 138 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 39 

gtttcatcag ctgtttttcc caacaaatat atggtgttgt gtatgggaat gtaactttcc 60 



34/92 



WO 2005/035586 PCT/JP2004/015325 

atgtaccaag caatgtgcct ttaaaagagg tcctatggaa aaaacaaaag gataaagttg 120 
cagaactgga aaattctg 138 



<210> 40 
<211> .129 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 40 

gggaaaaaca gctgatgaaa ccaaagcagt gcagcaggca gaccacgctg aggaccccca 60 
gggcccgccc cgcgtcgctc ccagcaacca tggctcgtcg gaattcggta ccgtcatagc 120 
tgtttcctg 129 



<210> 41 
<2U> 133 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
■<400> 41 

cttaacatca tcagatgaag atgagtatga aatggaatcg ccaaatatta ctgataccat 60 
gaagttcttt ctttatgtcg acaaaactca cacatgccca ccgtgcccag cacctgactg 120 
gccgtcgttt tac 133 



<210> 42 



t 
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<211> 118 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial. Sequense: Synthetic DNA 
<400> 42 

catcttcatc tgatgatgtt aagttgtaga tagtgaggct acctgacaca gtgtctaaat . 60 



aaaccctatt tttaaaagat gagaaagctc tgaattcaga attttccagt tctgcaac 118 



<210> 43 
<2U> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense:. Synthetic DNA . 
<400> 43 

gtaaaacgac ggccagt 17 



<210> 44 

<211> 32 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 44 

taaatagaat tcggcatcat gtggcagctg ct 32 



<210> 45 
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<211> 34 • 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223>. Description of Artificial Sequence: Synthetic DNA 
<400> 45 

aataaaggat cctggggtca tttgtcttga gggt 



<210> 46 

<211> 788 

<212> DNA 

<213> Homo sapiens 



<220> 

<221> CDS 

<222> (13) ... (774) 

<400> 46 

gaattcggca tc atg tgg cag ctg etc etc cca act get ctg eta ctt eta 51 
Met Trp Gin Leu Leu Leu Pro Thr Ala Leu Leu Leu Leu 
1 5 10 

gtt tea get ggc atg egg act gaa gat etc cca aag get gtg gtg ttc 99 
Val Ser Ala Gly Met Arg Thr Glu Asp Leu Pro Lys Ala Val Val Phe 
15 20 ■ 25 

ctg gag cct caa tgg tac agg gtg etc gag aag gac agt gtg act ctg 147 
Leu Glu Pro Gin Trp Tyr Arg Val Leu Glu Lys Asp Ser Val Thr Leu 
30 35 40 45 



aag tgc cag gga gec tac tec cct gag gac aat tec aca cag tgg ttt 
Lys Cys Gin Gly Ala Tyr Ser Pro Glu Asp Asn Ser Thr Gin Trp Phe 
50 55 60 



195 



cac aat gag age etc ate tea age cag gec teg age tac ttc att gac 243 
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His Asn Glu Ser Leu He Ser Ser Gin Ala Ser Ser Tyr Phe lie Asp 
65 70 75 

get gcc aca gtc gac gac agt gga gag tac agg tgc cag aca aac etc 291 

Ala Ala Thr Val Asp Asp, Ser Gly Glu Tyr Arg Cys Gin Thr Asn Leu 
80 85 90 

tec acc' etc agt gac ccg gtg cag eta gaa gtc eat ate ggc tgg ctg 339 

Ser Thr Leu Ser Asp Pro Val Gin Leu Glu Val His He Gly Trp Leu 

95 100 105 



387 



ttg etc cag gcc cct egg tgg, gtg ttc aag gag gaa gac cct att cac 
Leu Leu Gin Ala Pro Arg Trp Val Phe Lys Glu Glu Asp Pro He His 
110 115 120 .,125 



ctg agg tgt cac age tgg aag aac act get ctg cat aag gtc aca tat 435 
Leu Arg Cys His Ser Trp Lys Asn Thr. Ala Leu His Lys Val Thr Tyr • 
• 130 135 140 



tta cag aat ggc aaa ggc agg aag tat ttt cat cat aat tct gac ttc 
Leu Gin Asn Gly Lys Gly Arg Lys Tyr Phe His His Asn Ser Asp Phe 
145 150 155 



483 



tac att cca aaa gcc aca etc aaa gac age ggc tec tac ttc tgc agg 531 
Tyr He Pro Lys Ala Thr Leu Lys Asp Ser Gly Ser Tyr Phe Cys Arg 
160 165 170 . 

ggg ctt ttt ggg agt aaa aat gtg tct tea gag act gtg aac ate acc 579 
Gly Leu Phe Gly Ser Lys Asn Val Ser Ser Glu Thr Val Asn He. Thr 
175 ■ 180 185 

ate act caa ggt ttg gca gtg tea acc ate tea tea ttc ttt cca cct 627 
He Thr Gin Gly Leu Ala Val Ser Thr He Ser Ser Phe Phe- Pro Pro 
190 . ' 195 ' 200 205 

ggg tac caa gtc tct ttc tgc ttg gtg atg gta etc ctt ttt gca gtg 675 
Gly Tyr Gin Val Ser Phe Cys Leu Val Met Val Leu Leu Phe Ala Val 
210 215 220 
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gac aca gga eta tat ttc tct gtg aag aca aac att cga age tea aca 723 
Asp Thr Gly Leu Tyr Phe Ser Val Lys Thr Asn He Arg 'Ser Ser Thr 
225 230 235 

aga gac tgg aag gac cat aaa ttt aaa tgg aga aag gac cct caa gac 771 
Arg Asp Trp Lys Asp His Lys Phe Lys Trp Arg Lys Asp Pro Gin Asp 
240 245 250 

aaa tgaccccagg atcc 788 
Lys 



<210> 47 

<211> 254 

<212> PRT 

<213> Homo sapiens 

<400> 47 

Met Trp Gin Leu Leu Leu Pro' Thr Ala Leu Leu Leu Leu Val Ser Ala 
1 5 10 15 

Gly Met Arg Thr Glu Asp Leu Pro Lys Ala Val Val Phe Leu Glu Pro 
20 .25 30 

Gin Trp Tyr Arg Val Leu Glu Lys Asp Ser Val Thr Leu Lys Cys Gin 
35 40 45 

Gly Ala Tyr Ser Pro Glu Asp Asn Ser Thr Gin Trp Phe His Asn Glu 
50 55 60 

Ser Leu He Se.r Ser Gin Ala Ser Ser Tyr Phe He Asp Ala Ala Thr 
65 70 75 80 

Val Asp Asp Ser Gly Glu Tyr Arg Cys Gin Thr Asn Leu Ser Thr Leu 
85 90 95 

Ser Asp Pro Val Gin Leu Glu Val His lie Gly Trp Leu Leu Leu Gin 
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100 105 110 

Ala Pro Arg Trp Val Phe Lys Glu Glu Asp Pro He His Leu Arg Cys 
115 120 125 

His Ser Trp Lys Asn Thr Ala Leu His Lys Val Thr Tyr Leu Gin Asn 
130 135 140 

Gly Lys Gly Arg Lys Tyr Phe His His Asn Ser Asp Phe Tyr lie Pro 
145 150 155 160 

Lys Ala Thr Leu Lys Asp Ser Gly Ser Tyr Phe Cys Arg Gly Leu Phe 
165 170 175 

Gly Ser Lys Asn Val Ser Ser Glu Thr Val Asn He Thr He Thr Gin 
180 185 190 

Gly Leu Ala Val Ser Thr lie Ser Ser Phe Phe Pro Pro Gly Tyr Gin 
195 200 205 

Val Ser Phe Cys Leu Val Met Val Leu Leu Phe Ala Val Asp Thr Gly 
210 215 220 

Leu Tyr Phe Ser Val Lys Thr Asn He Arg Ser Ser Thr Arg Asp Trp 
225 • 230 ' 235 240 

Lys Asp His Lys Phe Lys Trp Arg Lys Asp Pro Gin Asp Lys 
245 250 



<210> 48 
<211> 788 
<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (13).. (774) 
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<400> 48 

gaattcggca tc atg tgg cag ctg etc etc cca act get ctg eta ctt eta 51 
Met Trp Gin Leu Leu Leu Pro Thr Ala Leu Leu Leu Leu 
1 5 10 

gtt tea get ggc atg egg act gaa gat etc cca aag get gtg gtg ttc 99 
Val Ser Ala Gly Met Arg Thr Glu Asp Leu Pro Lys Ala Val Val Phe 
15 20 25 

ctg gag cct caa tgg tac agg gtg etc gag aag gac agt gtg act ctg 147 
Leu Glu Pro Gin Trp Tyr Arg Val Leu Glu Lys Asp Ser Val Thr Leu 
30 35 40 • 45 

aag tgc cag gga gec tac tec cct gag gac aat tec aca cag tgg ttt 195 
Lys Cys Gin Gly Ala Tyr Ser Pro Glu Asp Asn Ser Thr Gin Trp Phe 
50 .55 60 

cac aat gag age etc ate tea age cag gec teg age tac ttc att gac 243 
His Asn Glu Ser Leu He Ser Ser Gin Ala Ser Ser Tyr Phe lie Asp 
65 70 75 

get gec aca gtc gac gac agt gga gag tac agg tgc cag aca aac ct,c 291 
Ala Ala Thr Val Asp Asp Ser Gly Glu Tyr Arg Cys Gin Thr Asn Leu 
80 .85 90 

tec ace etc agt gac ccg gtg cag eta gaa gtc cat ate ggc tgg ctg 339 
Ser Thr Leu Ser Asp Pro Val Gin Leu Glu Val His He Gly Trp Leu 
95 100 105 

ttg etc cag gee cct egg tgg gtg ttc aag gag gaa gac cct att cac 387 
Leu Leu Gin Ala Pro Arg Trp Val Phe. Lys Glu Glu Asp. Pro lie His 
110 115 120 125 

ctg agg tgt cac age tgg aag aac act get ctg cat aag gtc aca tat 435 
Leu Arg Cys His Ser Trp Lys Asn Thr Ala Leu His Lys Val Thr Tyr 
130 135 140 
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tta cag aat ggc aaa ggc agg aag tat ttt cat cat aat tct gac ttc 483 
Leu Gin Asn Gly Lys Gly Arg Lys Tyr Phe His His Asn Ser Asp Phe 
145 150 155 

tac att cca aaa gcc aca etc aaa -gac age ggc tec tac ttc tgc agg 531 
Tyr He Pro Lys Ala Thr Leu Lys Asp Ser Gly Ser Tyr Phe Cys Arg 
160 165 170 

ggg ctt gtt ggg agt aaa aat gtg tct tea gag act gtg aac ate ace 579 
Gly Leu Val Gly Ser Lys Asn Val Ser Ser Glu Thr Val Asn lie Thr 
175 180 185 

ate act caa ggt ttg gca gtg tea ace ate tea tea ttc ttt cca cct 627 
lie Thr Gin Gly Leu Ala Val Ser Thr lie Ser Ser Phe Phe Pro Pro 
190 195 200 205 

ggg tac caa gtc tct ttc tgc ttg gtg atg gta etc ctt ttt gca gtg 675 
Gly Tyr Gin Val Ser Phe Cys Leu Val Met Val Leu Leu Phe Ala Val 
210 . 215 220 

gac aca gga eta tat ttc tct gtg aag aca aac att cga age tea aca 723 
Asp Thr Gly Leu Tyr Phe Ser Val Lys Thr Asn He Arg Ser Ser Thr 
225 230 ' 235 

aga gac tgg aag gac cat aaa ttt aaa tgg aga.aag gac cct caa gac 771 
Arg Asp Trp Lys Asp His Lys Phe Lys Trp Arg Lys Asp Pro Gin Asp 
240 245 250 

aaa tgaccccagg atcc 788 
Lys 



<210> 49 
<211> 254 
<212> PRT 

<213> Homo sapiens 
<400> 49 
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Met Trp Gin Leu Leu L.eu Pro Thr Ala Leu Leu Leu Leu Val Ser Ala 
1 5 10 15 

Gly Met Arg Thr Glu Asp Leu Pro Lys Ala Val Val Phe Leu Glu Pro 
20 25 30 

Gin Trp Tyr Arg Val Leu Glu Lys Asp Ser Val Thr Leu Lys Cys Gin 
35 40 45 

Gly Ala Tyr- Ser Pro Glu Asp Asn Ser Thr Gin Trp Phe His Asn Glu 
50 55 60 ' 

. Ser Leu He Ser Ser Gin Ala Ser Ser Tyr Phe He Asp Ala Ala Thr 
65 70 75 80 

Val Asp Asp Ser Gly Glu Tyr Arg Cys Gin Thr' Asn Leu Ser Thr Leu 
85 90 95 

Ser Asp Pro Val Gin Leu Glu Val His He Gly Trp Leu Leu Leu Gin 
100 105 HO . 

Ala Pro Arg Trp Val Phe Lys Glu Glu Asp Pro He His Leu Arg Cys 
115 120 125 

His Ser Trp Lys Asn Thr Ala Leu His Lys Val Thr Tyr Leu Gin Asn 
130 135 140 

Gly Lys Gly Arg Lys Tyr Phe His His Asn Ser Asp Phe Tyr He Pro 
145 150 155 160 

Lys Ala Thr Leu Lys Asp Ser Gly Ser Tyr Phe Cys Arg Gly Leu Val 
165 170 . 175 

Gly Ser Lys Asn Val Ser Ser Glu Thr Val Asn He Thr He Thr Gin 
180 185 190 

Gly Leu Ala Val Ser Thr He Ser Ser Phe Phe Pro Pro Gly Tyr Gin 
195 200 , 205 
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Val Ser Phe Cys Leu Val Met Val Leu Leu Phe Ala Val Asp Thr Gly 

'210 215 220 

Leu Tyr Phe Ser Val Lys Thr Asn lie- Arg Ser Ser Thr Arg Asp Trp 
225 230 235 240 

Lys Asp His Lys Phe Lys Trp Arg Lys Asp Pro Gin Asp Lys 
245 250 



<210> 50 

<211> 51 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 50 

tgttggatcc tgtcaatgat gatgatgatg atgaccttga gtgatggtga t 51 



<210> 51 

<211> 620 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (13). .(609) 

<400> 51 

gaattcggca tc atg tgg cag ctg etc etc cca act get ctg eta ctt eta 51 
Met Trp Gin Leu Leu Leu Pro Thr Ala Leu Leu Leu Leu 
1 5 10 

gtt tea get ggc atg egg act gaa gat etc cca aag get gtg gtg ttc 99 

.44/92 



WO 2005/035586 



PCT/JP2004/015325 



Val Ser Ma Gly Met Arg Thr' Glu Asp Leu Pro Lys Ala Val Val Phe 
15 20 25 

ctg gag cct caa tgg 'tac agg gtg etc gag aag gac agt gtg act ctg 147. 
Leu Glu Pro Gin Trp Tyr Arg Val Leu Glu Lys Asp Ser Val Thr Leu 
30 35 40 45 



aag tgc cag gga gec tac tec cct gag gac aat tec aca cag tgg ttt 
Lys Cys Gin Gly Ala Tyr Ser Pro Glu Asp Asn Ser Thr Gin Trp Phe 
50 55 60 ■ 



195' 



cac aat gag age etc ate tea age cag gec teg age tac ttc att gac 
His Asn Glu Ser Leu He Ser Ser Gin Ala Ser Ser Tyr Phe He Asp 
65 • '70 75 



243 



get gec aca gtc gac gac agt gga gag tac agg tgc cag aca aac etc 
Ala Ala. Thr Val Asp Asp Ser Gly Glu Tyr Arg Cys Gin Thr Asn Leu 
80 • 85 90 



291 



tec acc etc agt gac ccg gtg cag eta gaa gtc cat ate ggc tgg ctg 
Ser Thr Leu Ser Asp Pro Val Gin Leu Glu Val His He Gly Trp Leu 
95 100 105 



339 



ttg etc cag gec cct egg tgg gtg ttc aag gag gaa gac cct att cac' 
Leu Leu Gin Ala Pro Arg Trp Val Phe Lys Glu Glu Asp Pro He His 
110 115 120 . 125 



387 



ctg agg tgt cac age tgg aag aac act get ctg cat aag gtc aca tat 
Leu Arg Cys His Ser Trp Lys Asn Thr Ala Leu His Lys Val Thr Tyr 
130 135 140 



435 



tta cag aat ggc aaa ggc agg aag tat ttt cat cat aat tct gac ttc 
Leu Gin Asn Gly Lys Gly Arg Lys Tyr Phe His HisAsn-Ser Asp Phe 
145 150 155 



483 



tac att cca aaa gec aca etc aaa gac age ggc tec tac ttc tgc agg 
Tyr He Pro Lys Ala Thr Leu Lys Asp Ser Gly Ser Tyr Phe Cys Arg 
160 165 170 



531 
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ggg ctt ttt ggg agt aaa aat gtg tct tea gag act gtg aac ate ace 579 

Gly Leu Phe, Gly Ser Lys Asn Val Ser Ser Glu Thr Val Asn He Thr 
175 180 185 

ate act caa ggt cat cat cat cat cat cat tgacaggatc c 620 

He Thr Gin Gly His His His His His His 
190 195 



<210> 52 

<211> 199 

<212> PRT 

<213> Homo sapiens 

<400> 52 

Met Trp Gin Leu Leu Leu Pro Thr Ala Leu Leu Leu Leu Val Ser Ala 
15 10 15 

Gly Met Arg Thr Glu Asp Leu Pro Lys Ala. Val Val Phe Leu Glu Pro 
20 25 30 

Gin Trp Tyr Arg Val Leu Glu Lys Asp Ser Val Thr Leu Lys Cys Gin 
35. 40 45 

Gly Ala Tyr Ser Pro Glu Asp Asn Ser Thr Gin Trp Phe His Asn Glu 
50 55 60 

Ser Leu He Ser Ser Gin Ala Ser Ser Tyr Phe He Asp Ala Ala Thr 
65 70 75 80 

Val Asp Asp Ser Gly Glu Tyr Arg Cys Gin Thr Asn Leu Ser Thr Leu 
85 90 95 

Ser Asp Pro Val Gin Leu Glu Val His. He Gly Trp Leu Leu Leu Gin 
100 105 110 

• Ala Pro Arg Trp Val Phe Lys Glu Glu Asp Pro lie His Leu Arg Cys 
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115 120 125 

His Ser Trp Lys Asn Thr Ala Leu His Lys Val Thr Tyr Leu Gin Asn 
130 135 HO 

Gly Lys Gly Arg Lys Tyr Phe His His Asn Ser Asp Phe Tyr lie Pro 
145 150 : 155 160 

Lys .Ala Thr Leu Lys Asp Ser Gly Ser Tyr Phe Cys Arg Gly Leu Phe 
165' 170 175 

Gly Ser Lys Asn Val Ser Ser Glu Thr Val Asn lie Thr lie Thr Gin 
180 ' 185 190 

Gly His His His His His His 
195 



<210> 53 

<211> 620 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (13).. (609) 

<400> 53 

gaattcggca tc atg tgg cag ctg etc etc cca act get ctg eta ctt eta 51 

Met Trp Gin Leu Leu Leu Pro Thr Ala Leu Leu Leu Leu 

1 5 10 

gtt tea get ggc atg egg act gaa gat etc cca aag get gtg gtg ttc 99 
Val Ser Ala Gly Met Arg Thr Glu Asp Leu Pro Lys Ala Val Val Phe 
15 20 '25 

ctg gag cct caa tgg tac agg gtg etc gag aag gac agt gtg act ctg 147 
Leu Glu Pro Gin Trp Tyr Arg Val Leu Glu Lys Asp Ser Val Thr Leu 
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30 



35 



40 



45 



aag tgc cag gga gcc tac tec cct gag gac .aat tec aca cag tgg ttt 
Lys Cys Gin Gly Ala Tyr Ser Pro Glu Asp Asn Ser Thr Gin Trp Phe 
50 55 " 60 



195 



cac aat gag age etc ate tea age cag gcc teg age tac ttc att gac 
His Asn Glu Ser Leu lie Ser Ser Gin Ala Ser Ser Tyr Phe He Asp 
65 70 75 



243 



get gcc aca gtc gac gac agt gga gag tac agg tgc cag aca aac etc 
Ala Ala Thr Val Asp Asp Ser Gly Glu Tyr Arg Cys Gin Thr Asn Leu 
80 85 ' 90 



291 



tec acc etc agt gac ccg gtg cag eta gaa gtc cat ate ggc tgg ctg 
Ser Thr Leu Ser Asp Pro Val Gin Leu Glu Val His lie Gly Trp Leu 
95 100 105 



339 



ttg etc cag gcc cct egg tgg gtg ttc aag gag gaa gac cct att cac 
Leu Leu Gin Ala Pro Arg Trp Val Phe Lys Glu Glu Asp Pro He His 
110 115 120 125 



387 



ctg agg tgt cac age tgg aag aac act get ctg cat aag' gtc aca tat 
Leu Arg Cys His Ser Trp Lys Asn Thr Ala Leu His Lys Val Thr Tyr 
130 135 140 



435 



tta cag aat ggc aaa ggc agg aag tat ttt. cat cat aat tct gac ttc 
Leu Gin Asn Gly Lys Gly Arg Lys Tyr Phe His His Asn Ser Asp Phe 
145 150 155 



483 



tac att cca aaa gcc aca etc aaa gac age ggc tec tac ttc tgc agg 
Tyr lie Pro Lys Ala Thr Leu Lys Asp Ser Gly Ser Tyr Phe Cys Arg 
160 165 170 



531 



ggg ctt gtt ggg agt aaa aat gtg tct tea gag act gtg aac ate acc 
Gly Leu Val Gly Ser Lys Asn Val Ser Ser Glu Thr Val Asn He Thr 
175' 180 185 



579 
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ate act caa ggt cat cat cat cat cat cat tgacaggatc c 620 
He Thr Gin Gly His His His His His His 
190 195 



<210> 54 
<211> 199. 
<212> PRT 

<213> Homo sapiens 
<400> 54 

Met Trp Gin Leu Leu Leu Pro Thr Ala Leu Leu Leu Leu Val Ser Ala 
• l 5 10 15 

Gly Met Arg Thr Glu Asp Leu Pro Lys Ala Val Val Phe Leu Glu Pro 
20 25 -30 

Gin Trp Tyr Arg Val Leu Glu Lys Asp Ser Val Thr Leu Lys Cys Gin 
35 40 45 

Gly Ala Tyr Ser Pro Glu Asp. Asn Ser Thr Gin Trp Phe His Asn Glu 
50 55 ,60 

Ser Leu lie Ser Ser Gin Ala Ser Ser Tyr Phe lie, Asp Ala Ala Thr 
65 '70 75 80 

Val Asp Asp Ser Gly Glu Tyr Arg Cys Gin Thr Asn Leu Ser Thr Leu 
85 • 90 95 

Ser Asp Pro Val Gin Leu Glu Val His He Gly Trp Leu Leu Leu Gin 
100 105 110 

Ala Pro Arg Trp Val Phe Lys Glu Glu Asp Pro lie His Leu Arg Cys 
115 120 ' 125 

His Ser Trp Lys Asn Thr Ala Leu His Lys Val Thr Tyr Leu Gin Asn 
130 135 140 
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Gly Lys Gly Arg Lys Tyr Phe His His Asn Ser Asp Phe Tyr lie Pro 
145 150- 155 160 

Lys Ala Thr Leu Lys Asp Ser Gly Ser Tyr Phe Cys Arg Gly Leu Val 
165 170 175 

Gly Ser Lys Asn Val Ser Ser Glti Thr Val Asn He Thr lie Thr Gin 
180 185 1 190 

Gly His His His His His His 
195 



<210> 55 . 

<211> 9196 

<212> DNA . . 

<213> Cricetulus griseus 

<400> 55 

tctagaccag gctggtctcg aactcacaga gaaccacctg cctctgccac ctgagtgctg 60 
ggattaaagg tgtgcaccac caccgcccgg cgtaaaatca tatttttgaa tattgtgata 120 
atttacatta taattgtaag taaaaatttt cagcctattt tgttatacat ttttgcgtaa 180 
, attattcttt tttgaaagtt ttgttgtcca taatagtcta gggaaacata aagttataat 240 
ttttgtctat gtatttgcat atatatctat ttaatctcct aatgtccagg aaataaatag 300 
ggtatgtaat agcttcaaca tgtggtatga tagaattttt cagtgctata taagttgtta 360 
cagcaaagtg ttattaattc atatgtccat atttcaattt tttatgaatt attaaattga 420 
atccttaagc tgccagaact agaattttat tttaatcagg aagccccaaa tctgttcatt 480 
ctttctatat atgtggaaag gtaggcctca ctaactgatt cttcacctgt tttagaacat 540 
ggtccaagaa tggagttatg taaggggaat tacaagtgtg agaaaactcc tagaaaacaa 600 
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gatgagtctt gtgaccttag tttctttaaa aacacaaaat. tcttggaatg tgttttcatg 660 
ttcctcccag gtggatagga gtgagtttat ttcagattat ttattacaac tggctgttgt 720 
tacttgtttc tatgtcttta tagaaaaaca tatttttttt gccacatgca gcttgtcctt 780 
atgattttat acttgtgtga ctcttaactc tcagagtata aattgtctga tgctatgaat 840 
aaagttggct attgtatgag acttcagccc acttcaatta ttggcttcat tctctcagat 900 
cccaccacct ccagagtggt aaacaacttg aaccatt.aaa cagactttag tctttatttg 960 
aatgatagat ggggatatca gatttatagg cacagggttt tgagaaaggg agaaggtaaa 1020 
cagtagagtt taacaacaac aaaaagtata ctttgtaaac gtaaaactat ttattaaagt 1080 
agtagacaag acattaaata ttccttggga ttagtgcttt' ttgaa'ttttg ctttcaaata 1140 
atagtcagtg agtatacccc tcccccattc tatattttag cagaaatcag aataaatggt 1200 
gtttctggta. cattcttttg tagagaattt attttctttg ggtttttgtg catttaaagt 1260 
caataaaaat taaggttcag taatagaaaa aaaactctga tttttggaat cccctttctt 1320 
cagcttttct atttaatctc ttaatgataa tttaatttgt ggccatgtgg tcaaagtata 1380 
tagccttgta tatgtaaatg ttttaaccaa cctgccttta cagtaactat ataattttat 1440 
tctataatat atgacttttc ttccatagct ttagagttgc ccagtcactt taagttacat 1500 
tttcatatat gttctttgtg ggaggagata attttatttc taagagaatc ctaagcatac 1560 
tgattgagaa atggcaaaca aaacacataa ttaaagctga taaagaacga acatttggag 1620 
tttaaaatac atagccaccc taagggttta actgttgtta gccttctttt ggaattttta 1680 
ttagttcata tagaaaaatg gattttatcg tgacatttcc atatatgtat ataatatatt 1740 
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tacatcatat ccacctgtaa ttattagtgt ttttaaatat atttgaaaaa ataatggtct 1800 
ggtttgatcc atttgaacct tttgatgttt ggtgtggttg ccaattggtt gatggttatg 1860 
ataacctttg cttctctaag gttcaagtca gtttgagaat atgtcctcta aaaatgacag 1920 
gttgcaagtt aagtagtgag atgacagcga gatggagtga tgagaatttg tagaaatgaa 1980 
ttcacttata ctgagaactt gttttgcttt tagataatga acatattagc ctgaagtaca 2040 
tagccgaatt gattaattat tcaaagatat aatcttttaa tccctataaa agaggtatta 2100 
cacaacaatt caagaaagat agaattagac ttccagtatt ggagtgaacc atttgttatc 2160 
aggtagaacc ctaacgtgtg tggttgactt aaagtgttta ctttttacct gatactgggt 2220 
agctaattgt ctttcagcct' cctggccaaa gataccatga aagtcaactt acgttgtatt 2280 
ctatatctca aacaactcag'ggtgtttctt actctttcca cagcatgtag agcccaggaa 2340 
gcacaggaca agaaagctgc ctccttgtat caccaggaag atctttttgt aagagtcatc 2400 
ac'agtatacc agagagacta attttgtctg aagcatcatg tgttgaaaca acagaaactt 2460 
attttcctgt gtggctaact agaaccagag tacaatgttt ccaattcttt gagctccgag 2520 

> 

aagacagaag ggagttgaaa ctctgaaaat -gcgggcatgg actggttcct ggcgttggat 2580 
tatgctcatt ctttttgcct gggggacctt attgttttat ataggtggtc atttggttcg 2640 
agataatgac caccctgacc attctagcag agaactctcc aagattcttg caaagctgga 2700 
gcgcttaaaa caacaaaatg aagacttgag gagaatggct gagtctctcc ggtaggtttg 2760 
aaatactcaa ggatttgatg aaatactgtg cttgaccttt aggtataggg tctcagtctg 2820 
ctgttgaaaa atataatttc tacaaaccgt ctttgtaaaa ttttaagtat tgtagcagac 2880 
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tttttaaaag tcagtgatac atctatatag tcaatatagg tttacatagt tgcaatctta 2940 

ttttgcatat gaatcagtat atagaagcag tggcatttat atgcttatgt tgcatttaca 3000 

attatgttta gacgaacaca aactttatgt gatttggatt agtgctcatt aaattttttt 3060 

attctatgga ctacaacaga gacataaatt ttgaaaggct tagttactct taaattctta 3120 

tgatgaaaag caaaaattca ttgttaaata gaacagtgca tccggaatgt gggtaattat 3180 

tgccatattt ctagtctact aaaaattgtg gcataactgt tcaaagtcat cagttgtttg 3240 

gaaagccaaa gtctgattta aatggaaaac ataaacaatg atatctattt ctagatacct 3300 

ttaacttgca gttactgagt ttacaagttg tctgacaact ttggattctc ttacttcata '3360 

tctaagaatg atcatgtgta cagtgcttac tgtcacttta aaaaactgca gggctagaca 3420 

tgcagatatg aagactttga cattagatgt ggtaattggc actaccagca agtggtatta 3480 

agatacagct gaatatatta ctttttgagg aacataattc atgaatggaa agtggagcat 3540 

tagagaggat gccttctggc tctcccacac cactgtttgc atccattgca tttcacactg 3600 

cttttagaac tcagatgttt catatggtat attgtgtaac tcaccatcag ttttatcttt 3660 
aaatgtctat ggatgataat gttgtatgtt' aacactttta caaaaacaaa tgaagccata 3720 

tcctcggtgt gagttgtgat ggtggtaatt gtcacaatag gattattcag caaggaacta 3780 

agtcagggac aagaagtggg cgatactttg ttggattaaa tcattttact ggaagttcat 3840 

cagggagggt tatgaaagtt gtggtctttg aactgaaatt atatgtgatt cattattctt 3900 

gatttaggcc ttgctaatag taactatcat ttattgggaa tttgtcatat gtgccaattt 3960 

gtcatgggcc agacagcgtg ttttactgaa tttctagata tctttatgag attctagtac 4020 
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tgttttcagc cattttacag atgaagaatc ttaaaaaatg 


utaaa xaau u 


uagu u ugccc 


Anon 

4UoU 


aagattatac gttaacaaat ggtagaacct tctttgaatt 


ctggcagtat 


ggcLacacag 




tccgaactct. tatcttccta agctgaaaac agaaaaagca 


atgacccaga 


aaattttatt 


/ o a a 

4<400 


taaaagtctc aggagagact tcccatcctg agaagatctc 


ttttcccttt 


tataatttag 


4<SbO 


gctcctgaat aatcactgaa ttttctccat gttccatcta 


J _ _ . J_ .. ^ 1 „1 1 

tagtactgtt 


_ 4. 4- 4- ^ 4- «.4- 4- 4- 

atttctgttt 


y| 0 0 A 

4320 


tccttttttc ttaccacaaa gtatcttgtt tttgctgtat 


gaaagaaaat 


gtgttattgt 


4380 


aatgtgaaat tctctgtccc tgcagggtcc cacatccgcc 


tcaatcccaa 


ataaacacac 


4440 


It 11 III 1 l It I 1 i 

agaggctgta ttaattatga aactgttggt cagttggcta 


gggcttctta 


11 1 _ _ _ j. 

ttggctagct 


4500 


III! 1(11 t 1 1 1 1 J_ 1 1 1 

ctgtcttaat tattaaacca taactactat tgtaagtatt 


tccatgtggt 


cttatcttac 


4560 


caaggaaagg gtccagggac ctcttactcc tctggcgtgt 


tggcagtgaa 


gaggagagag 


A D O A 

4620 


i t l t 111 t 1 1 || l 1 f 1 .1. _ 1 1 1 _^ . 1 _ 

cgatttccta tttgtctctg cttattttct gattctgctc 


agctatgtca 


cttcctgcct 


vl O O A 

4680 


i I a 1 1 1 . .1 _ J_ J_ _L_ A- J_ _ 

ggccaatcag ccaatcagtg ttttattcat tagccaataa 


aagaaacatt 


tacacagaag 


A H A A 

4740 


gacttccccc atcatgttat ttgtatgagt tcttcagaaa 


atcatagtat 


_4. 4. 4. 4. - 4. _ 

cttttaatac 


>! O A A 

4800 


taatttttat aaaaaattaa ttgtattgaa- aattatgtgt 


^4-^4-^4-«.4-«4- 

atatgtgtct 


gtgtgtcgat 


A a o r\ 

4860 


ttgtgctcat aagtagcatg gagtgcagaa gagggaatca 


gatctttttt 


taagggacaa 


4920 


agagtttatt cagattacat tttaaggtga taatgtatga 


ttgcaaggtt 


atcaacatgg 


A 0 Q A 

4yoU 


cagaaatgtg aagaagctgg tcacattaca tccagagtca 


agagtagaga 


gcaatgaatt 


5040 


gatgcatgca ttcctgtgct cagctcactt' ttcctggagc 


tgagctgatt 


gtaagccatc 


5100 


tgatgtcttt gctgggaact aactcaaagg caagttcaaa 


acctgttctt 


aagtataagc 


5160 
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catctctcca gtccctcata tggtctctta'agacactttc tttatattct tgtacataga 5220 

aattgaattc ctaacaactg cattcaaatt acaaaatagt ttttaaaagc tgatataata 5280 

aatgtaaata caatctagaa catttttata aataagcata ttaactcagt aaaaataaat 5340 

gcatggttat tttccttcat tagggaagta tgtctcccca ggctgttctc tagattctac 5400 

tagtaatgct gtttgtacac catccacagg ggttttattt taaagctaag acatgaatga 5460 

tggacatgct tgttagcatt tagacttttt tccttactat aattgagcta gtatttttgt 5520 

gctcagtttg atatctgtta attcagataa atgtaatagt aggtaatttc tttgtgat'aa 5580 

aggcatataa attgaagttg gaaaacaaaa gcctgaaatg acagttttta agattcagaa 5640 

caataatttt caaaagcagt tacccaactt tccaaataca atctgcagtt ttct.tgatat 5700 

gtgataaatt tagacaaaga aatagcacat tttaaaatag ctatttactc ttgatttttt 5760 

tttcaaattt aggctagttc actagttgtg tgtaaggtta tggctgcaaa catctttgac 5820 

tcttggttag ggaatccagg atgatttacg tgtttggcca aaatcttgtt ccattctggg 5880 

tttcttctct atctaggtag ctagcacaag ttaaaggtgf ggtagtattg gaaggctctc 5940 

aggtatatat ttctatattc tgtatttttt- tcctctgtca tatatttgct ttctgtttta 6000 

ttgatttcta ctgttagttt gatacttact ttcttacact ttctttggga tttattttgc 6060 

tgttctaaga tttcttagca agttcatatc actgatttta acagttgctt cttttgtaat 6120 

atagactgaa tgccccttat ttgaaatgct tgggatcaga aactcagatt tgaacttttc 6180 

ttttttaata tttccatcaa gtttaccagc tgaatgtcct gatccaagaa tatgaaatct 6240 

gaaatgcttt gaaatctgaa acttttagag tgataaagct tccctttaaa ttaatttgtg 6300 
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ttctatattt tttgacaatg tcaacctttc attgttatcc aatgagtgaa catattttca 6360 
atttttttgt ttgatctgtt atattttgat ctgaccatat ttataaaatt ttatttaatt 6420 
tgaatgttgt gctgttactt atctttatta ttatttttgc ttattttcta gccaaatgaa 6480 
attatattct gtattatttt agtttgaatt ttactttgtg gcttagtaac tgccttttgt 6540 
tggtgaatgc ttaagaaaaa cgtgtggtct actgatattg gttctaatct tatatagcat 6600 
gttgtttgtt aggtagttga ttatgctggt cagattgtct tgagtttatg caaatgtaaa 6660 
atatttagat gcttgttttg ttgtctaaga acaaagtatg cttgctgtct cctatcggtt 6720 
ctggtttttc cattcatctc ttcaagctgt tttgtgtgtt gaatactaac tccgtactat 6780 
cttgttttct gtgaattaac cccttttcaa aggtttcttt tctttttttt tttaagggac 6840 
aacaagttta ttcagattac attttaagct gataatgtat gattgcaagg ttatcaacat 6900 
ggcagaaatg tgaagaagct aggcacatta catccacatg gagtcaagag cagagagcag 6960 
tgaattaatg catgcattcc tgtggtcagc tcacttttcc tattcttaga tagtctagga 7020 
tcataaacct ggggaatagt gctaccacaa tgggcatatc cacttacttc agttcatgca 7080 
atcaaccaag gcacatccac aggaaaaact gatttagaca acctctcatt gagactcttc 7140 
ccagatgatt agactgtgtc aagttgacaa ttaaaaetat cacacctgaa gccatcacta 7200 
gtaaatataa tgaaaatgtt gattatcacc ataattcatc tgtatccctt tgttattgta 7260 
gattttgtga agttcctatt caagtccctg ttccttcctt aaaaacctgt tttttagtta 7320 
aataggtttt ttagtgttcc tgtctgtaaa tactttttta aagttagata ttattttcaa 7380 
gtatgttctc ccagtctttg gcttgtattt tcatcccttc aatacatata tttttgtaat 7440 
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ttattttttt tatttaaatt agaaacaaag ctgcttttac atgtcagtct cagttccctc 7500 

» 

tccctcccct cctcccctgc tccccaccta agccccaatt ccaactcctt tcttctcccc 7560 

aggaagggtg aggccctcca tgggggaaat cttcaatgtc tgtcatatca tttggagcag 7620 

ggcctagacc ctccccagtg tgtctaggct gagagagtat ccctctatgt ggagagggct 7680 

cccaaagttc atttgtgtac taggggtaaa tactgatcca ctatcagtgg ccccatagat 7740 

tgtccggacc tccaaactga cttcctcctt cagggagtct ggaacagttc tatgctggtt 7800 

tcccagatat cagtctgggg tccatgagca accccttgtt caggtcagtt gtttctgtag 7860 

gtttccccag cccggtc.ttg acccctttgc tcatcacttc. tccctctctg caactggatt 7920 

ccagagttca gctcagtgtt tagctgtggg tgtctgcatc tgcttccatc agctactgga 7980 

tgagggctct aggatggcat ataaggtagt catcagtctc attatcagag aagggctttt 8040 

aaggtagcct cttgattatt gcttagattg ttagttgggg tcaaccttgt aggtctctgg 8100 

acagtgacag aattctcttt aaacctataa tggctccctc tgtggtggta tcccttttct 8160 . 

tgctctcatc cgttcctccc ctgactagat cttcctgctc cctcatgtcc tcctctcccc 8220 

tccccttctc cccttctctt tcttctaact ccctctcccc tccacccacg atccccatta 8280 

gcttatgaga tcttgtcctt attttagcaa aacctttttg gctataaaat taattaattt 8340 

aatatgctta tatcaggttt attttggcta gtatttgtat gtgtttggtt agtgttttta 8400 

accttaattg acatgtatcc ttatatttag acacagattt aaatatttga agtttttttt 8460 

tttttttttt ttaaagattt atttattttt tatgtcttct gcctgcatgc cagaagaggg 8520 

caccagatct cattcaaggt ggttgtgagc caccatgtgg ttgctgggaa ttgaactcag 8580 
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gacctctgga agaacagtca. gtgctcttaa ccgctgagcc atctctccag cccctgaagt 8640 
gtttctttta aagaggatag cagtgcatca tttttccctt tgaccaatga ctcctacctt 8700 
actgaattgt tttagccatt tatatgtaat gctgttacca ggtttacatt ttcttttatc 8760 
ttgctaaatt tcttccctgt ttgtctcatc tcttattttt gtctgttgga ttatataggc 8820 
ttttattttt ctgtttttac agtaagttat atcaaattaa aattatttta tggaatgggt 8880 
gtgttgacta catgtatgtc tgtgcaccat gtgctgacct ggtcttggcc agaagaaggt 8940 
gtcatattct ctgaaactgg tattgtggat gttacgaact gccatagggt gctaggaatc 9000 
aaaccccagc tcctctggaa aagcagccac tgctctgagc cactgagtcc tctcttcaag 9060 
caggtgatgc caacttttaa tggttaccag tggataagag tgcttgtatc tctagcaccc 9120 
atgaaaattt atgcattgct atatgggctt gtcacttcag cattgtgtga cagagacagg 9180 
aggatcccaa gagctc 9196 



<210> 56 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 56 

gagacttcag cccacttcaa ttattggc 28 



<210> 57 
<211> 25 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 57 

cttgtgtgac tcttaactct cagag 25 



<210> 58 

<211> 25 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 58 

gaggccactt gtgtagcgcc aagtg .25 



<210> 59 

<211> 23 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 

<400> 59 

ccctcgagat aacttcgtat age 23 



<210> 60 
<211>- 18 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence •: Synthetic DNA 
<400> 60 

ggtaggcctc actaactg 



<210> 61 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : Synthetic DNA 
<400> 61 

catagaaaca agtaacaaca gccag 



<210> 62 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 62 

gtgagtccat ggctgtcact g 



<210> 63 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
■ <220> 
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<223> Description of Artificial Sequence: Synthetic DNA 
<400> 63. 

cctgacttgg ctattctcag 20 



<210> 64 • 

<211> 235 

<212> PRT 

<213> Homo, sapiens 

<400> 64 

Leu Pro Ala Gin Val Ala Phe Thr Pro Tyr Ala Pro Glu Pro Gly Ser 
1.5 10 15 

Thr Cys Arg Leu Arg Glu Tyr Tyr Asp Gin Thr. Ala Gin Met Cys Cys 
20 25 30 

Ser Lys Cys Ser Pro Gly Gin His Ala Lys Val Phe Cys Thr Lys Thr 
35 40 45 

Ser Asp Thr Val Cys Asp Ser Cys Glu .Asp Ser Thr Tyr Thr Gin Leu 
50 55 60 

Trp Asn Trp Val Pro Glu Cys Leu Ser Cys Gly Ser Arg Cys Ser Ser 
65 70 75 80 

Asp Gin Val Glu Thr Gin Ala Cys Thr Arg Glu Gin Asn Arg lie Cys 
85 90 95 

Thr Cys Arg Pro Gly Trp Tyr Cys Ala Leu Ser Lys Gin Glu Gly Cys 
100 105 110 

Arg Leu Cys Ala Pro Leu Arg Lys Cys Arg Pro Gly Phe Gly Val Ala 
115 120 125 



Arg Pro Gly Thr Glu Thr Ser Asp Val Val Cys Lys Pro Cys Ala Pro 
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130 135 140 

Gly Thr Phe Ser Asn Thr Thr Ser Ser Thr Asp He Cys Arg Pro His 
145 150 155 160 

Gin lie Cys Asn Val Val Ala He Pro Gly Asn Ala Ser Met Asp Ala 
165' 170 175 

Val Cys Thr Ser Thr Ser Pro Thr Arg Ser Met Ala Pro Gly Ala Val 
180 ' 185 190 

His Leu Pro Gin. Pro Val Ser Thr Arg Ser Gin His Thr Gin Pro Thr 
195 200 

Pro Glu Pro Ser Thr Ala Pro Ser Thr Ser Phe Leu Leu Pro Met Gly 
210 215 220 

Pro Ser Pro Pro Ala Glu Gly Ser Thr Gly Asp 
225 230 



<210> 65 
<211> 92 
<212> PRT 

<213> Homo sapiens 
<400> 65 

Phe Ser Gin Gin He Tyr Gly Val Val Tyr Gly Asn Val Thr Phe His 
15 10 15 

Val Pro Ser Asn Val Pro Leu Lys Glu Val Leu Trp Lys Lys Gin Lys 
20 25 30 

Asp Lys Val Ala Glu Leu Glu Asn Ser Glu Phe Arg Ala Phe Ser Ser 
35 40 45 

Phe Lys Asn Arg Val Tyr Leu Asp Thr Val Ser Gly Ser Leu Thr He 
50 55. 60 
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Tyr Asn Leu Thr Ser Ser Asp Glu Asp Glu Tyr Glu Met Glu Ser Pro 
65 70 75 80 

• Asn lie Thr Asp Thr Met Lys Phe Phe Leu Tyr Val 

85 90 



<210> 66 
<211> 5 
<212> PRT 

<213> Mus musculus 
<400> 66 

Ser Tyr Gly Met Ser 
1 5 



<210> 67 

<211> 17 

<212> PRT 

<213> Mus musculus 

<400> 67 • 

Thr lie Asn Ser Asn Gly Gly Ser Thr Tyr Tyr Pro Asp Ser Val Lys 
1 5 10 15 

Gly 



<210> 68 

<211> 11 

<212> PRT 

<213> Mus musculus 



<400> 68 

Asp Arg Asp Gly Tyr Asp Glu Gly Phe Asp. Tyr 
1 5 10 
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<210> 69 
<211> 10 
<212> PRT 

<213> Mus musculus 
<400> 69 

Ser Ala Ser Ser Ser Val Ser Tyr'Met His 
1 5 10 



<210> 70 

<211> 7 

<212> PRT 

<213> Mus musculus 

<400> 70 

Asp Thr Ser Lys Leu Ala Ser 
1 5' 



<210> 71 

<211> 9 

<212> PRT 

<213> Mus musculus 

<400> 71 

Gin Gin Trp Ser Ser Asn Pro Pro Thr 
1 5 



<210> 72 
<211> 120 
<212> PRT 

<213> Mus musculus 
<400> 72 
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Glh Val Gin Leu Gin Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly 
1 5 • 10 .15 

Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 
20 25 30 

Gly Met Ser Trp Val Arg Gin Thr Pro Asp Lys Arg Leu Glu Leu Val 
35 40 45 

Ala Thr He Asn Ser Asn Gly Gly Ser Thr Tyr Tyr Pro Asp Ser Val 
50 55 . 60 

Lys Gly Arg Phe Thr lie Ser Arg Asp Asn Ala Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Ser Ser Leu Lys Ser Glu Asp Thr Ala- Met Tyr Tyr Cys 
85 90 95 

Ala Arg Asp Arg Asp Gly Tyr Asp Glu Gly Phe Asp Tyr Trp Gly Pro 
100 105 HO . 

Gly Thr Thr Val Thr Val Ser Ser 
115 120 



<210> 73 

<2U> 109 

<212> PRT 

<213> Mus musculus 

<400> 73 

Asp He Glu Leu Thr Gin Ser Pro Ser lie Met Ser Ala Ser Pro Gly 
15 10 15 

Glu Lys Val Thr Met Thr Cys Ser Ala Ser Ser Ser Val Ser Tyr Met 
20 25 . 30 

His Trp Tyr Gin Gin Lys Ser Gly Thr Ser Pro Lys Arg Trp He Tyr 
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35 40 45 

Asp Thr Ser Lys Leu Ala Ser Gly Val Pro Ala Arg Phe Ser Gly Ser 
50 55 • 60 

Gly Ser Gly Thr Ser Tyr Ser Leu Thr lie Ser Ser Met Glu Ala Glu 
65 70. 75 80 

Asp Ala Ala Thr Tyr Tyr Cys Gin Gin Trp Ser Ser Asn Pro Pro Thr 
85 90 95 

Phe Gly Gly Arg Thr Lys Leu Glu Leu Lys Arg Ala Ala 
100 105 



<210> 74 

<211> 244 

<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Amino Acid Sequence of Single Chain 
Antibody Fv 

<400> 74 • 

Gin Val Gin Leu Gin Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly 
1 5 10 15 

Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 
20 • 25 30 

Gly Met Ser Trp Val Arg Gin Thr Pro Asp Lys Arg Leu Glu Leu Val 
35 40 45 

Ala Thr He Asn Ser Asn Gly Gly Ser Thr Tyr Tyr Pro Asp Ser Val 
50 55 60 



Lys Gly Arg Phe Thr lie Ser Arg Asp Asn Ala Lys Asn Thr Leu Tyr 
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65 70 75 80 

Leu Gin Met Ser Ser Leu Lys Ser Glu Asp Thr Ala Met Tyr Tyr Cys . 

85 90 95 

Ala Arg Asp Arg Asp Gly Tyr Asp Glu Gly Phe Asp Tyr Trp Gly Pro 
100 105 HO 

Gly Thr Thr Val Thr Val Ser Ser Gly Gly Gly. Gly Ser Gly Gly Gly 
115 120 125 

Gly Ser Gly Gly Gly Gly Ser Asp lie Glu Leu Thr Gin Ser Pro Ser 
130 135 , .140 

lie Met Ser Ala Ser Pro Gly Glu Lys Val Thr Met Thr Cys Ser Ala . 
145 150 155 160 

Ser Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Ser Gly Thr 
165 170 175 

Ser Pro Lys Arg Trp lie Tyr Asp Thr. Ser Lys Leu Ala Ser Gly Val 
180 185 190 

Pro Ala Arg Phe Ser Gly Ser Gly Ser Gly Thr Ser Tyr Ser Leu Thr 
195 200 205 

He Ser Ser Met Glu Ala Glu Asp Ala' Ala Thr Tyr Tyr Cys Gin Gin 
210 215 220 

Trp Ser Ser Asn Pro Pro Thr Phe Gly Gly Arg Thr Lys Leu Glu Leu 
225 ' 230 235 240 

Lys Arg Ala Ala 



<210> 75 
<211> 515 
<212> PRT 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Amino .Acid Sequence of Bispecific 
Single Chain Antibody 

<400> 75 • 

Gin Val Gin Leu Gin Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly 
1 5. 10 15 

Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 
20 25 30 

Gly Met Ser Trp Val Arg Gin Thr Pro Asp Lys Arg Leu Glu Leu Val 
35 40 - 45 

Ala Thr He Asn Ser Asn Gly Gly Ser Thr Tyr Tyr. Pro Asp Ser Val 
50 . 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Thr. Leu Tyr 
65 70 75 ,80 

Leu Gin Met Ser Ser Leu Lys Ser Glu Asp Thr Ala Met Tyr Tyr Cys 
85 90 95 

Ala Arg Asp Arg Asp Gly Tyr Asp Glu Gly Phe Asp Tyr Trp Gly Pro 
, 100 105 110. 

•Gly Thr Thr Val Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 
115 120 • 125 

Gly Ser Gly Gly Gly Gly Ser Asp .He Glu Leu Thr. Gin Ser Pro Ser 
130 135 .140 

He Met Ser Ala Ser Pro Gly Glu Lys Val Thr Met Thr Cys Ser Ala 
145 150 155 160 

Ser Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Ser Gly Thr 
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165 



170 



175 



Ser Pro Lys Arg Trp lie Tyr Asp Thr Ser Lys Leu Ala Ser Gly Val 
■180 185 • 190 

Pro Ala Arg Phe Ser Gly Ser Gly Ser Gly Thr Ser Tyr Ser Leu Thr 
195 • 200 205 

lie Ser Ser Met Glu Ala Glu Asp Ala Ala Thr Tyr Tyr Cys Gin Gin 
210 215 ' 220 

Trp Ser Ser Asn Pro Pro Thr Phe Gly Gly Arg Thr Lys Leu Glu Leu 
225 230 235 240 

Lys Arg Ala Ala Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly 
245 " 250. 255 

Gly Thr Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gin Val Gin 
260 265 270 

Leu Gin Gin Ser Asp Ala Glu Leu Val Lys Pro Gly Ala Ser Val Lys 
275 280 285 

lie Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asp His Ala He His 
290 295 300 

Trp Val Lys Gin Asn Pro Glu Gin Gly Leu Glu Trp lie Gly Tyr Phe 
305 310 • 315 320 

Ser Pro Gly Asn Asp Asp Phe Lys Tyr Asn Glu Arg Phe Lys Gly Lys 
325 • 330 335 

Ala Thr Leu Thr Ala Asp Lys Ser Ser Ser Thr Ala Tyr Val Gin Leu 
340 345 350 



Asn Ser Leu Thr Ser Glu 1 Asp Ser Ala Val Tyr Phe Cys Thr Arg Ser 
355 360 365 
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Leu Asn Met Ala Tyr Trp Gly Gin Gly Thr Ser Val Thr Val Ser Ser 
370 375 380 

Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp 
385 390 395 . 400 

lie Val Met Ser Gin Ser Pro Ser Ser Leu Pro Val Ser Val Gly Glu 
405 410 • 415 

Lys Val Thr Leu Ser Cys Lys Ser Ser Gin Ser Leu Leu Tyr Ser Gly 
420 425 430 



Asn Gin Lys Asn Tyr Leu Ala Trp Tyr Gin Gin Lys Pro Gly Gin Ser 

435 440 445 

Pro Lys Leu Leu He Tyr Trp Ala Ser Ala Arg Glu Ser Gly Val Pro 

450 455 460 



Asp. Arg Phe Thr Gly Ser Gly Ser- Gly Thr Asp Phe Thr Leu Ser . lie 
465 470 475 . 480 

Ser Ser Val Lys Thr Glu Asp Leu Ala- Val Tyr Tyr Cys Gin Gin Tyr 
485 .490 495 

Tyr Ser Tyr Pro Leu Thr Phe Gly Ala Gly Thr Lys Leu Val Leu Lys 

■ 500 ' 505 ' ■ 510 



Arg Ala Ala 
515 



<210> 76 
<211> 515 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Amino Acid Sequence of Bispecific 
Single Chain Antibody 



70/92 



WO 2005/035586 PCT/JP2004/015325 



<400> 76 

Gin Val Gin Leu Gin Gin Ser Asp Ala Glu Leu .Val Lys Pro Gly Ala ' 
15 10 .15 

Ser Val Lys lie Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asp His 
■20 25 30 

Ala lie His Trp Val Lys Gin Asn Pro Glu Gin Gly Leu Glu Trp lie 
35 40 45 

Gly Tyr Phe Ser Pro Gly Asn Asp Asp Phe Lys Tyr Asn Glu Arg Phe 
50 55 60 

Lys Gly Lys Ala Thr Leu Thr Ala Asp Lys Ser -Ser Ser Thr Ala Tyr 
65 70 7-5 80 

Val Gin Leu Asn Ser Leu Thr Ser Glu Asp Ser Ala Val Tyr Phe Cys 
85 90 95 

Thr Arg Ser Leu Ash Met Ala Tyr Trp Gly Gin Gly Thr Ser Val Thr 
100 ' 105 110 

Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly 
115 120 125 

Gly Ser Asp lie Val Met Ser Gin Ser Pro Ser Ser Leu Pro Val Ser 
130 135 • 140 

Val Gly Glu Lys Val Thr Leu Ser Cys Lys Ser Ser Gin Ser Leu Leu 
145 150 155 . 160 

Tyr Ser Gly Asn Gin Lys Asn Tyr Leu Ala Trp Tyr Gin Gin Lys Pro 
165 170 ' 175 

Gly Gin Ser Pro Lys Leu Leu He Tyr Trp Ala Ser Ala Arg Glu Ser 
180 185 190 
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Gly Val Pro Asp Arg Phe Thr Gly Ser Gly Ser Gl.y Thr.Asp Phe Thr 
195 200 205 

Leu Ser. lie Ser Ser Val Lys Thr Glu Asp Leu Ala Val Tyr Tyr Cys 
210 , 215 220 

Gin Gin Tyr Tyr Ser Tyr Pro Leu Thr Phe Gly Ala Gly Thr Lys Leu 
225 230 235 240 

Val Leu Lys Arg Ala Ala Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
245 250 255 

Gly Gly Gly Thr Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gin 
260 265 270 

Val Gin Leu Gin Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly Ser 
275 280 285 

Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr Gly 
290 295 300 

Met Ser Trp Val Arg Gin Thr Pro Asp Lys Arg Leu Glu Leu Val Ala 
305 310 315 320 

Thr He Asn Ser Asn Gly Gly Ser Thr Tyr Tyr Pro Asp Ser Val Lys 
325 330 335 

Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Thr Leu Tyr Leu 
340 345 350 

Gin Met Ser Ser Leu Lys Ser Glu Asp Thr Ala Met Tyr Tyr Cys Ala 
• 355 360- 365 

Arg Asp Arg Asp Gly Tyr Asp Glu Gly Phe Asp Tyr Trp Gly Pro Gly 
370 375 380 



Thr Thr Val Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 
385 390 395 400 
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Ser Gly Gly Gly Gly Ser Asp lie Glu Leu Thr Gin Ser Pro Ser lie 
405 410 415 

Met Ser Ala Ser Pro Gly Glu Lys Val Thr Met Thr Cys Ser Ala Ser 
420 425 430 

Ser Ser Val Ser Tyr Met His Trp Tyr Gin Gin Lys Ser Gly Thr Ser 
435 440 445 

Pro Lys Arg Trp He Tyr Asp Thr Ser Lys Leu Ala Ser Gly Val Pro 
450 455 460 

Ala Arg Phe Ser Gly Ser Gly Ser Gly Thr Ser Tyr Ser Leu Thr He 
465 " 470 475 480 

Ser Ser Met Glu Ala Glu Asp Ala Ala Thr Tyr Tyr Cys Gin Gin Trp 
485 490 495 . 

Ser Ser Asn Pro Pro Thr Phe Gly Gly Arg Thr Lys Leu Glu Leu Lys 
500 505 510 

. Arg Ala Ala 
515 



<210> 77 
<211> 89 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic- DNA 
<400> 77 

gaattcgacc cctcaccatg gaatggagct gggtctttct cttcttcctg tcagtaacta ; 60 
ccggtgggga tccccactag tcctccgga 89 
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<210> 78 
<211> 83 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 78 

aattcgaccc ctcaccatgg aatggagctg ggtctttctc ttcttcctgt cagtaactac 60 
cggtggggat c'cccactagt cct 83 



<210> 79 

<211> 83 • 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 79 

ccggaggact . agtggggatc cccaccggta gttactgaca ggaagaagag aaagacccag 60 
ctccattcca tggtgagggg teg 83 



<210> 80 
<211> 411 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
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'<400> 80 

gcgaccggtg tccactccca ggtccaactg caggagtcag gaggaggctt agtgcagcct 60 

ggagggtccc tgaaactctc ctgtgcagcc tctggattca ctttcagtag ctatggcatg 120 

tcttgggttc gccagactcc agacaagagg ctggagttgg tcgcaaccat taatagtaat 180 

ggtggtagca cctattatcc agacagtgtg aagggccgat tcaccatctc cagagacaat 240 

gccaagaaca ccctgtacct gcaaatgagc agtctgaagt ctgaggacac agccatgtat 300 

tactgtgcaa ga'gatcggga tggttacgac gagggatttg actactgggg cccagggacc 360 

acggtcaccg tctcctcagg tggcggaggc agcggaggcg gtggatcccg c 411 



<210> 81 
<211> 120 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 81 

gcgaccggtg tccactccca ggtccaactg caggagtcag gaggaggctt agtgcagcct 60 
ggagggtccc tgaaactctc ctgtgcagcc tctggattca ctttcagtag ctatggcatg 120 



<210> 82 
<211> 120 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
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<400> 82 

cggcccttca cactgtctgg ataataggtg ctaccaccat tactattaat ggttgcgacc 60 
aactccagcc tcttgtctgg agtctggcga acccaagaca tgccatagct actgaaagtg 120 



<210> 83 
<211> 118 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 83 

ccagacagtg tgaagggccg attcaccatc tccagagaca atgccaagaa caccctgtac 60 
ctgcaaatga gcagtctgaa gtctgaggac acagccatgt attactgtgc aagagatc 118 

<210> 84 
<211> 118 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
• <400> 84 

cgcggatcca ccgcctccgc tgcctccgcc acctgaggag acggtgaccg tggtccctgg 60 
gccccagtag tcaaatccct cgtcgtaacc atcccgatct cttgcacagt aatacatg 118' 



<210> 85 

<211> 386 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 85 

gcgggatccg. gtggcggagg ctcggacatt gagctgaccc aatctccatc aatcatgtct 60 
gcatctccag gggagaaggt caccatgacc tgcagtgcca gctcaagtgt aagttacatg 120 
cactggtacc agcagaagtc aggcacctcc cccaaaagat ggatttatga cacatccaaa 180 
ctggcttctg gagtccctgc tcgcttcagt ggcagtgggt ctgggacctc ttactctctc 240 
acaatcagca gcatggaggc tgaagatgct gccacttatt actgccagca gtggagtagt 300 
aacccaccca cgttcggagg gcggaccaag ctggaactga aacgggccgc cgagcccaaa 360 
tctcctgaca aaactcacac gtggcg 386 



<210> 86 
<211> 109 
<212> DNA ' 

<213> Artificial Sequence , _ ■ 

<220> 

<223> Description of Artificial Sequense: Synthetic DNA. • 
<400> 86 

gcgggatccg gtggcggagg ctcggacatt gagctgaccc aatctccatc aatcatgtct 60 
gcatctccag gggagaaggt caccatgacc tgcagtgcca gctcaagtg 109 



<210> 87 
<211> 111 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 87 

gcagggactc cagaagccag tttggatgtg tcataaatcc atcttttggg ggaggtgcct 60 
gacttctgct ggtaccagtg catgtaactt acacttgagc tggcactgca g 11 



<210> 88 

<211> 114 ' • 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 88 

ctggcttctg gagtccctgc tcgcttcagt ggcagtgggt ctgggacctc ttactctctc 60 
acaatcagca gcatggaggc tgaagatgct gccacttatt actgccagca gtgg 11 



<210> 89 
<211> 114 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 89 

cgccacgtgt gagttttgtc aggagatttg ggctcggcgg cccgtttcag ttccagcttg 60 
gtccgccctc cgaacgtggg tgggttacta ctccactgct ggcagtaata agtg 11 



78/92 



WO 2005/035586 PCT/JP2004/015325 

<210> 90 
<211> 399 
<212> DNA. 

<213> Artificial Sequence 
<220> 

<223> Description of , Artificial Sequense: Synthetic DNA 
<400> 90- 

gcgggatccg gtggcggagg ctcggacatt gagctgaccc aatctccatc aatcatgtct 60 
gcatctccag gggagaaggt caccatgacc tgcagtgcca gctcaagtgt aagttacatg 120 
cactggtacc agcagaagtc aggcacctcc cccaaaagat ggatttatga cacatccaaa 180 
ctggcttctg gagtccctgc tcgcttcagt ggcagtgggt ctgggacctc ttactctctc 240 
acaatcagca gcatggaggc tgaagatgct gccacttatt actgccagca gtggagtagt 300 
aacccaccca cgttcggagg' gcggaccaag ctggaactga aacgggccgc cggtggcgga 360 
ggcagcggag gcggtggtag cggtggcgga actagtgcg 399 



<210> 91 

<211> 127 1 ■ 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 91 

cgcactagtt ccgccaccgc taccaccgcc tccgctgcct ccgccaccgg cggcccgttt 60 
cagttccagc ttggtccgcc ctccgaacgt gggtgggtta ctactccact gctggcagta 120 
ataagtg 127 
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<210> 92 
<2U> 812 
• <212> DNA 
<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequense; Synthetic DNA 
<400> 92 

tttactagtg gtggcggagg cagcggaggc ggtggtagcc aggttcagtt gcagcagtct 60 
gacgctgagt tggtgaaacc tggggcttca gtgaagattt cctgcaaggc ttctggctac 120 
accttcactg accatgcaat tcactgggtg aaacagaacc ctgaacaggg. cctggaatgg 180 . 
attggatatt tttctcccgg aaatgatgat tttaaataca atgagaggtt caagggcaag 240 
gccacactga ctgcagacaa atcctccagc actgcctacg tgcagctcaa cagcctgaca 300 
tctgaggatt ctgcagtgta tttctgtacc agatccctga atatggccta ctggggtcaa 360 
ggaacctcag tcaccgtctc ctcaggtggc ggaggcagcg gaggcggtgg ctccggaggc 420 
ggaggctcgg acattgtgat gtcacagtct ccatcctccc tacctgtgtc agttggcgag 480 
aaggttactt tgagctgcaa gtccagtcag agccttttat atagtggtaa tcaaaagaac 540 
tacttggcct ggtaccagca gaaaccaggg cagtctccta. aactgctgat ttactgggca 600 
tccgctaggg aatctggggt ccctgatcgc ttcacaggca gtggatctgg gacagatttc 660 
actctctcca tcagcagtgt gaagactgaa gacctggcag tttattactg tcagcagtat 720 
tatagctatc ccctcacgtt cggtgctggg accaagctgg tgctgaaacg ggccgccgag 780 
cccaaatctc ctgacaaaac tcacacgtgc cc 812 
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<210> 93 
<211> 64 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 93 

tttactagtg gtggcggagg cagcggaggc ggtggtagcc aggttcagtt gcagcagtct 60 
gacg 64 



<210> 94 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 94 

gggcacgtgt gagttttgtc agg 



<210> 95 

<211> 817 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 

<400> 95 

cttcctgtca gtaactaccg gtgtccactc ccaggttcag ttgcagcagt ctgacgctga 60 
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gttggtgaaa cctggggctt cagtgaagat ttcctgcaag gcttctggct acaccttcac 120 

tgaccatgca attcactggg tgaaacagaa ccctgaacag ggcctggaat ggattggata 180 

tttttctccc ggaaatgatg attttaaata caatgagagg ttcaagggca aggccacact 240 

gactgcagac aaatcctcca gcactgccta cgtgcagctc aacagcctga catctgagga 300 

ttctgcagtg tatttctgta ccagatccct gaatatggcc tactggggtc aaggaacctc 360 

agtcaccgtc tcctcaggtg gcggaggcag cggaggcggt ggctccggag gcggaggctc 420 

ggacattgtg atgtcacagt ctccatcctc cctacctgtg tcagttggcg agaaggttac 480 

tttgagctgc aagtccagtc agagcctttt atatagtggt aatcaaaaga actacttggc 540 . 

ctggtaccag. cagaaaccag ggcagtctcc taaactgctg atttactggg catccgctag 600 

ggaatctggg gtccctgatc gcttcacagg cagtggatct gggacagatt tca.ctctctc .660 

catcagcagt gtgaagactg aagacctggc agtttattac tgtcagcagt attatagcta 720 

tcccctcacg ttcggtgctg ggaccaagct ggtgctgaaa cgggccgccg gtggcggagg 780 

cagcggaggc ggtggtagcg gtggcggaac tagtaaa 817 

<210> 96 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequensei Synthetic DNA 
<400> 96 

cttcctgtca gtaactaccg gtgtccactc ccaggttcag 40 
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<210> 97 . 

<211> 85 • 

<212> DNA' 

<213> Artificial Sequence 
<220> 1 ■ 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 97 

tttactagtt ccgccaccgc taccaccgcc tccgctgcct ccgccaccgg cggcccgttt 60 
cagcaccagc ttggtcccag caccg 85 

<210> 98 
<211> 806 
<212> DNA • 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 98 

tttactagtg gtggcggagg cagcggaggc ggtggtagcc aggtccaact gcaggagtca 60 
ggaggaggct tagtgcagcc tggagggtcc - ctgaaactct cctgtgcagc ctctggattc 120 
actttcagta gctatggcat gtcttgggtt cgccagactc cagacaagag gctggagttg 180 
gtcgcaacca ttaatagtaa tggtggtagc acctattatc cagacagtgt gaagggccga 240 
ttcaccatct ccagagacaa tgccaagaac accctgtacc tgcaaatgag cagtctgaag 300 
tctgaggaca cagccatgta ttactgtgca ag'agatcggg atggttacga cgagggattt 360 
gactactggg gcccagggac cacggtcacc gtctcctcag gtggcggagg cagcggaggc 420 
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ggtggatccg gtggcggagg ctcggacatt gagctgaccc aatctccatc aatcatgtct 480 

. gcatctccag gggagaaggt caccatgacc tgcagtgcca gctcaagtgt aagttacatg 540 

cactggtacc agcagaagtc aggcacctcc cccaaaagat ggatttatga cacatccaaa 600 

ctggcttctg gagtccctgc tcgcttcagt ggcagtgggt ctgggacctc ttactctctc 660 

acaatcagca gcatggaggc tgaagatgct gccacttatt actgccagca gtggagtagt 720 

aacccaccca cgttcggagg gcggaccaag ctggaactga aacgggccgc cgagcccaaa 780 

tctcctgaca aaactcacac gtgccc 806 



<210> 99 
<211> 65 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense: Synthetic DNA 
<400> 99 

tttactagtg gtggcggagg cagcggaggc ggtggtagcc aggtccaact gcaggagtca 
ggagg 



<210> 100 
<2U> 35 
<212> DNA 

<213> Artificial Sequence ■ 
<220> 

<223> Description of Artificial Sequence : Synthetic DNA 



60 
65 
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<400> 100 

acaacggaat tcaagcctgt agcacatgtt gtagc 

<210> 101 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : Synthetic DNA 
<400> 101 

ggcgggatcc tcacagggca atgatcccaa agtagacct 39 



<210> 102 
<211> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : Synthetic DNA 
<400> 102 

aacaacggaa ttcgacccac ggctccaccc tctctcccct ggaaaggaca ccatgagcac 60 
tgaaagcatg atccgggacg tggagctggc cgaggaggc 99 



<210> 103 
<211> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : Synthetic DNA 
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<400> 103 

tgccacgatc aggaaggaga agaggctgag gaacaagcac cgcctggagc cctggggccc 60 
ccctgtcttc ttggggagcg.cctcctcggc cagctccac 99 



<210> 104' 
<211> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : Synthetic DNA 
<400> 104 

tctccttcct gatcgtggca ggcgccacca cgctcttctg cctgctgcac tttggagtga 60 
tcggccccca gagggaagag ttccccaggg acctctctc 99 



<210> 105 

<211> 63 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : Synthetic DNA 

<400> 105 

ttggctacaa catgtgctac tgcctgggcc agagggctga ttagagagag gtccctgggg 60 
aac 63 



<210> 106 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description. of Artificial Sequence : Synthetic DNA 
<400> 106 

aacaacggaa ttcgacccac 20 

<210> 107 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : Synthetic DNA 
<400> 107 

ttggctacaa catgtgctac 20 

<210> 108 . 
<211> 717 
<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (46).. (708) 

<400> 108 

gaattcgacc cacggctcca ccctctctcc cctggaaagg acacc atg age act gaa 57 

Met Ser Thr Glu 
1 

age atg ate egg gac gtg gag ctg gec gag gag gcg etc ccc aag aag 105 
Ser Met He Arg Asp Val Glu Leu Ala Glu Glu Ala Leu Pro Lys Lys 
5 10 15 20 
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aca ggg ggg ccc cag ggc tec agg egg tgc ttg ttc etc age etc ttc 153 
Thr Gly Gly Pro Gin Gly Ser Arg Arg Cys Leu Phe Leu Ser Leu Phe 
25 30 35 

tec ttc ctg ate gtg gca ggc gee acc acg etc ttc tgc ctg ctg cac 201 
Ser Phe Leu lie Val Ala Gly Ala Thr Thr Leu Phe Cys Leu Leu His 
40 45 50 



ttt gga gtg' ate ggc ccc cag agg gaa gag ttc ccc agg gac etc tct 
Phe Gly Val. lie Gly- Pro Gin Arg Glu Glu Phe Pro Arg Asp Leu Ser 
55 60 65 



249 



eta ate age cct ctg gee cag gca gta gca cat gtt gta gca aac c.ct 297 
Leu lie Ser Pro Leu Ala Gin Ala Val Ala His Val Val Ala Asn Pro 
70 75 80 

caa get gag ggg cag etc cag tgg ctg aac cgc egg gee aat gee etc 345 
Gin Ala Glu Gly Gin Leu Gin Trp Leu Asn Arg Arg Ala Asn Ala Leu 
85 90 95 100 

ctg gee aat ggc gtg gag ctg aga gat aac cag ctg gtg gtg cca tea 393 
Leu Ala Asn Gly Val Glu Leu Arg Asp Asn Gin Leu Val Val Pro Ser 
105 HO H5 

gag ggc ctg tac etc ate tac tec cag gtc etc ttc aag ggc caa ggc 441 
Glu Gly Leu Tyr Leu He Tyr Ser Gin Val Leu Phe Lys Gly Gin Gly • 
120 125 130 

tgc ccc tec acc cat gtg etc etc acc cac acc ate age cgc ate gec 489 
Cys Pro Ser Thr His Val Leu Leu Thr His Thr He Ser Arg He Ala 
135 140 145 

gtc tec tac cag acc aag gtc aac etc etc tct gee ate aag age ccc 537 
Val Ser Tyr Gin Thr Lys Val Asn Leu Leu Ser Ala He Lys Ser Pro 
150 155 160 

tgc cag agg gag acc cca gag ggg get gag gec aag ccc tgg tat gag 585 
Cys Gin Arg Glu Thr Pro Glu Gly Ala Glu Ala Lys Pro Trp Tyr Glu 



88/92 



WO 2005/035586 

165 170 
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180 



ccc ate tat ctg gga ggg gtc ttc cag ctg gag aag ggt gac cga etc 633 
Pro He Tyr Leu Gly Gly Val Phe Gin Leu Glu Lys Gly Asp Arg Leu. 

185 190 195 

age get gag ate aat egg ccc gac tat etc gac ttt gee gag tct ggg 681 
Ser Ala Glu He Asn Arg Pro Asp Tyr Leu Asp Phe Ala Glu Ser Gly 
200 205 210 

cag gtc tac ttt ggg ate att gec ctg tgaggatcc 717 
Gin Val Tyr Phe Gly He He Ala Leu . 
215 220 



<210> 109 
<211> 221 
<212> PRT 
<213> Homo sapiens 

<400> 109 

Met Ser Thr Glu Ser Met lie Arg Asp Val Glu Leu Ala Glu Glu Ala 
1 • 5 10 15 

Leu Pro Lys Lys Thr Gly Gly Pro Gin Gly Ser Arg Arg Cys Leu Phe 
20 25 30 

Leu Ser Leu Phe Ser Phe Leu He Val Ala Gly Ala Thr Thr Leu Phe 
35 40 45 

Cys Leu Leu His Phe Gly Val He Gly Pro Gin Arg Glu Glu Phe Pro 
50 55 60 

Arg Asp Leu Ser Leu He Ser Pro Leu Ala Gin Ala Val Ala His Val 
65 70 75 80 

Val Ala Asn Pro Gin Ala Glu Gly Gin Leu Gin Trp Leu Asn Arg Arg 
85 90 95 
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• Ala Asn Ala Leu Leu Ala Asn Gly Val Glu Leu Arg Asp Asn Gin Leu 
100 105 HO 

Val Val Pro Ser Glu Gly Leu Tyr Leu lie Tyr Ser Gin Val Leu Phe 
115 120 125 

Lys Gly Gin Gly Cys Pro Ser Thr His Val Leu Leu Thr His Thr He 
130 135 14.0 

Ser Arg lie Ala Val Ser Tyr Gin Thr Lys Val Asn Leu Leu Ser Ala 
145 150 155 160 

He Lys Ser Pro Cys Gin Arg Glu Thr Pro Glu Gly Ala Glu Ala Lys 
165 170 175 

Pro Trp Tyr Glu Pro He Tyr Leu Gly Gly Val Phe Gin Leu Glu Lys 
180 185 190 

Gly Asp Arg Leu Ser Ala Glu He Asn Arg Pro Asp Tyr Leu Asp Phe 
195 200 205 

Ala Glu Ser Gly Gin Val Tyr Phe Gly He lie Ala Leu 
• 210 215 .220 



<210> 110 

<211> 383 

<212> DNA ' 

<213> Cricetulus griseus 

<400> 110 

gttaactggg gctcttttaa accctgaatt tttctaaatc cccacctcca agagtttggt 60 

ttaaactgat ttttttaatg aatacctttt gaagaataga gcattgtctc atcatgcaaa 120 

gcttctcagg gattcagcta gcatgttgaa gaaacataag ggtgttaaat tgtttgtcac 180 
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aagtgctgaa taaatattga cgtagtcttc agctattcta tactggaagt agatgatatt 240 " 

ctcattggaa attctgttag gaagtaaccc ttcttgtctt cttacctgca tagaatccca 300 

ggatataaaa cttgtgcttg tcgcccttgc cattgtctct cactggtg'gc ctttattgca 360 
tctcatatct gccttctctt tec 383 

<210> 111 
<211> 564 
<212> DNA 

<213> Cricetulus griseus 
<400> 111 

taagaattcc tgtgcccagc tgtatgtgag gctctctgca ggtgtaggga tgtttctgct 60 
ttctttctgc acatgettea cagctgaagt ectttgggtg tgagattgac attcagatag 120 
actaaagtga ctggacttgt tgggaaacat actgtatgea ttattgccgt tgcctccagg 180 
tgaaattaac acctcattca ccaatccctg ttcatccaaa ctttctaccc acatcacttt 240 
aaatagaaat tagacccaat atgactcctt ttttcctaag ctgtttatag agattgtgct 300 
ggagcagtga gcttttgtgt ttgtttgttt gttttgtaat tttccccatg aaaatttctc 360 
taaactcaaa cctaagaggg aaaaaaaaaa aacagactta tatgtgccac acttgtaaaa 420 
aaaaatcatg aaagatgtat atgatatttt taaacagttt gaatattaag atcacaattt 480 
ctattttaaa aacaatcttg ttttacatat caatcaccca attcccttgc cttcccatcc 540 
tcccattccc cccactgatc cccc 564 

<210> 112 
<211> 120 
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<212> DNA 

<213> Cricetulus griseus 
<400> 112 

atgaatgttc attctttggg tatatgccca agagtagaat tgctaaatat tgaggtagac 60 
tgattcccat tttcttgagg a'gtcgccata ttgatttcca aagtgactgt acaagttaac 120 



<210> 113 
<211> 274 
<212> DNA . 

<213> Cricetulus griseus 
<400> 113 

aggcactagg taaatatttt tgaagaaaga atgagtatct cctatttcag aaaaactttt 60 
attgacttaa atttaggata tcagaattag aaaacagtaa aaatttatag gagagttttt 120 
aatgaatgtt attttaaggt tccatacaaa tagtaattaa aacttacaca aactatttgt 180 
agtaatgatt cagtctggta- taccctgatg agcattatac acttttaaat. tctttttgta 240 
aattttttta ttagttcaaa ttaggaacaa gctt 274 
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